This Page Is Inserted by IFW Operations 
and is not a part of the Official Record 

BEST AVAILABLE IMAGES 

Defective images within this document are accurate representations of 
the original documents submitted by the applicant. 

Defects in the images may include (but are not limited to): 

• BLACK BORDERS 

• TEXT CUT OFF AT TOP, BOTTOM OR SIDES 

• FADED TEXT 

• ILLEGIBLE TEXT 

• SKEWED/SLANTED IMAGES 

• COLORED PHOTOS 

. I 

• 'BLACK OR VERY BLACK AND WHITE DARK PHOTOS 

• GRAY SCALE DOCUMENTS 

IMAGES ARE BEST AVAILABLE COPY. 



As rescanning documents will not correct images, 
please do not report the images to the 
Image Problem Mailbox. 



PCT 



WORLD INTELLECTUAL PROPERTY ORGANIZATION 
' Iruenutional Bureau 




INTERNATIONAL APPUCATTON PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT) 



(51) International Patent Classification 6 : 

C12N 15/28, C07K 14/525, C12N 15/62, 
15/86, 5/10, A61K 38/19, C07K 16/24, 
C12N 5/18, A01K 67/027 



Al 



(11) International Publication Number: 
(43) International Publication Date: 



WO 97/25428 

17 July 1997 (17.07.97) 



(21) International Application Number: PCI7US97/00272 

(22) International Filing Date: 8 January 1997 (08 D 1.97) 



(30) Priority Data: 

08/584.031 



9 January 1996 (09 JO 1. 96) 



US 



(71) AppUcaot: GENENTECH, INC. [VSfUSY, 460 Point San 
Bruno Boulevard. South San Francisco. CA 94080-4990 
(US). 

(72) Inventors: ASHKENAZI. Avt. J.; 1456 Tarrytown Street. San 
Mateo. CA 94402 (US). CHUNTHARAPAJ. Anan; 826 
EUis Drive. Cotma. CA 94015 (US). KIM. Kyung. Jin; 622 
Benvenuc Avenue, Los Altos. CA 94024 (US). 

(74) Agents: MARSCHANG. Diane, U et aU Gene* tech. Inc.. 
460 Point San Bruno Boulevard. South San Francisco, CA 
94080-4990 (US). 



(81) Designated States: AL AM. AT, AU. AZ. BA, BB. BG, BR. 
BY, CA, CRCN.CU.CZ, DE. DK, EE ES. Fl, GB. GE, 
HU. 1U IS, JP. KE, KG, KP. KR. KZ. LC. LK. LR, LS. 
LT, LU. LV. MD. MG. MK, MN. MW. MX. NO. HZ, PL, 
PT. RO. RU. SD. SE, SG. St SK, TJ, TM, TR, TV, UA, 
UG, UZ. VN. ARIPO patent (KE, LS, MW, SD, SZ, UG), 
Eurasian patent (AM, AZ, BY, KG, KZ, MD, RU, TJ, TM), 
European patent (AT. BE, CH, DE, DK, ES, Fl, FR, GB. 
GR, IE. IT, LU. MC NL, PT, SE). OAPI patent (BF, BJ, 
CF, CG. CI, CM. GA, GN. ML, MR. NE, SN. TD. TG). 



Published 

With international starch report. 

Before the expiration of ihe time limit for amending the 
claims and to be republished in the event of the receipt of 
amendments. 



(54) Title: APO-2 UGAND 
(57) Abstract 

A cytokine designated Apo-2 ligand. which induces mammalian cell apoptosis is provided. The Apo-2 ligand is believed to be a 
member of the TNF cytokine family. Compositions including Apo-2 ligand chimeras, nucleic acid encoding Apo-2 ligand, and antibodies 
to Apo-2 ligand are also provided. Method! of using Apo-2 ligand to induce apoptosis and to treat pathological conditions such as cancer, 
are further provided. 



FOR THE PURPOSES OF INFORMATION ONLY 



Codes used to identify States 
applications under the PCT. 



AM 


Armenia 


AT 


Aattria 


AU 


Acxtralii 


BB 


Butedot 


BE 


Bctfbra 


BF 


Burkina Fuo 


BC 


Bulgaria 


BJ 


Benin 


BR 


Bnzi) 


BY 


Bcknn 


CA 


Canada 


CF 


Ccotnl African RepcMic 


CG 


Congo 


CH 


Swiuortand 


a 


Cftce <rivc!rt 


CM 


Ctnuooa 


CN 


Qmu 


CS 


Cxechoalovtkia 


CZ 


Cxech HcpoMtc 


DK 


Geraaoy 


DK 


Denmark 


EB 


Econit 


ES 


SptZQ 


n 


Finland 


FR 


Prince 


CA 


Gabon 



party to the PCT on the from pages 



GB 


United Kingdom 


GB 


GeoriU 


GN 


Gafaea 


CR 


Greece 


HU 


Hungary 


IE 


Ireland 


IT 


Itiry 


JP 


Japa* 


K£ 


Kenya 


KG 


Kyrgycua 


KP 


Denocmic Peopk'i Republic 




of Korea 


KR 


RcdcdBc of Korea 


KZ 




LI 


Uecfatemsdn 


LK 


Sri Lanka 


LK 


Liberia 


LT 


LkfasasU 


LU 


Luemboizj 


LV 


Latvia 


MC 


Monaco 


MD 


Repcbticof Moldovi 


MG 


Madagascar 


ML 


Mall 


MS 


MocgoUa 


MR 


Mauritania 



pamphlets publishing interna tioiul 



MW 


Malawi 


MX 


Mexico 


NE 


Kiger 


NL 


Ncittcitaudi 


NO 


Norway 


NZ 


NewZcaaud 


PL 


Pciiad 


PT 




RO 


Rocaaaia 


RU 


Row fan Fodcrauoo 


SO 


Sodan 


SE 


Swedes 


SG 


Singapore 


SI 


Slovenia 


SK 


Slovakia 


SK 


Senegal 


sz 


Swtzfisnd 


TO 


Chad 


TG 


TOfD 


TJ 


TaJ&laua 


TT 


TikaVlad aavj Tobago 


UA 


Ifkrtnc 


UG 


Uganda 


US 


Unaed Suscm of Afaerica 


uz 


Urbckbtcj 


VN 


Viet Nasi 



WO 97/25428 



AmKg UGANP 



PCT/US97/00272 



10 



RELATED APPLICATIONS 
This application is a continuation-in-part application of U.S. application serial no. 
08/584,03 1 filed January 9, 1996, the contents of which are incorporated herein by reference. 

FIFr.POFTHE INVENTION 
The present invention relates generally to the identification, isolation, and recombinant 
production of a novel cytokine, designated herein as "Apo-2 ligand", which induces mammalian cell apoptosis, 
to Apo-2 ligand antibodies and to methods of using such com positions. 

RACKC.ROUN n OF THE INVENTION 
Control of cell numbers in mammals is believed to be determined, in part, by a balance 
between cell proliferation and cell death. One form of cell death, sometimes referred to as necrotic cell death, 
is typically characteriied as a pathologic form of cell death resulting from some trauma or cellular injury. In 
contrast, there is another, "physiologic" form of cell death which usually proceeds in an orderly or controlled 
manner. This orderly or controlled form of cell death is often referred to as -apoptosis- [see, eg., Barr et al. % 
1 5 pio/Technology . 12-487-493 (1994)]. Apoptotic cell death naturally occurs in many physiological processes, 
including embryonic development and clonal selection in the immune system [Itoh et al. ( £cJL 6fi:233-243 
(I99l)|. Decreased levels of apoptotic cell death, however, have been associated with a variety of pathological 
conditions, including cancer, lupus, and herpes virus infection [Thompson, Sconce, 262: 1456-1462 (1995)]. 

Apoptotic cell death is typically accompanied by one or more characteristic morphological 
20 and biochemical changes in cells, such as condensation of cytoplasm, loss of plasma membrane microvilli, 
segmentation of the nucleus, degradation of chromosomal DNA or loss of mitochondrial function. A variety 
of extrinsic and intrinsic signals are believed to trigger or induce such morphological and biochemical cellular 
changes [RafT, Nature. 2^:397-400 (1992); Steller, Science, 262: 1 445- 1 449 ( 1 995); Sachs et al.. Blflfid, &: 1 5 
(1993)]. For instance, they can be triggered by hormonal stimuli, such as glucocorticoid hormones for 
25 immature thymocytes, as well as withdrawal of certain growth factors [Watanabe-Fukunaga et al.. 

1^:3 14-3 1 7 (1992)]. Also, some identified oncogenes such as myc, rei, and El A, and tumor suppressors, like 
p5J, have been reported to have a role in inducing apoptosis. Certain chemotherapy drugs and some forms of 
radiation have likewise been observed to have apoptosis-inducing activity [Thompson, ffljpia]. 

Various molecules, such as tumor necrosis factor-ct fTNF-a"), tumor necrosis factor-P 
30 ("TNF-p" or "lytnphotoxuT). CD30 ligand, CD27 ligand, CD40 ligand, OX-40 ligand, 4-1BB ligand, and 
Apo-I ligand (also referred to as Fas ligand or CD95 ligand) have been identified as members of the tumor 
necrosis factor (*TNF*) family of cytokines [See, e.g.. Gruss and Dower, Blflfld. 21:3378-3404 (1995)]. 
Among these molecules, TNF-a, TNF-p, CD30 ligand, 4- IBB ligand, and Apo-I ligand have been reported 
to be involved in apoptotic cell death. Both TNF-a and TNF-P have been reported to induce apoptotic death 
35 in susceptible tumor cells [Schmid et al., Pmc Natl. Acad. ScL 12:1881 (1986); Dealtry et al.. EttL-L 
Immunol. . 12:689 (1987)]. Zheng et al. have reported that TNF-a is involved in post-stimulation apoptosis 
of CD8-positive T cells [Zheng et al.. Nature. 222:348-351 (1995)]. Other investigators have reported that 
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CD30 ligand may be involved in deletion of self-reactive T cells in the thymus [Amakawa ct aL, Cold Spring 
Harbor laboratory Symposium on Programmed Cell Death, Abstr. No. 10, (1995)]. 

Mutations tn the mouse Fas/ Apo-l receptor or ligand genes (called Ipr and gld. respectively) 
have been associated with some autoimmune disorders, indicating that Apo-l ligand may play a role in 

5 regulating the clonal deletion of self-reactive lymphocytes in the periphery [Krammer et al.. Q"T Op 
I mmunol. . $279-289 (1994); Nagata et aL, Science 262:1449-1456 (1995)]. Apo-l ligand is also reported 
to induce post-stimulation apoptosts in CD4-positive T lymphocytes and in B lymphocytes, and may be 
involved in the elimination of activated lymphocytes when their function is no longer needed (Krammer et aL, 
fiupra ; Nagata etal., sipo]. Agonist mouse monoclonal antibodies specifically binding to the Apo- 1 receptor 

10 have been reported to exhibit cell killing activity that is comparable to or similar to that of TNF-o fYonehara 
et al., J. Exp. Med.. 1^2:1747-1756 (1989)1- 

Induction of various cellular responses mediated by such TNF family cytokines is believed 
to be initiated by their binding to specific cell receptors. Two distinct TNF receptors of approximately 55-kDa 
(TNF-RI) and 75-kDa (TNF-R2) have been identified [Hohtnan et aL, J, Bio!, Chem. 264: 1 4927- 1 4934 

15 {ioso}- Rmrfch*iK**l Pmc. Natl. Acad. Sci.. 87:3127-3131 (1990); EP 417,563, published March 20, 1991] 
and human and mouse cDNAs corresponding to both receptor types have been isolated and characterized 
(Loetscher et aL, £eJL &1:35 1 (1990); Schall et aL, £eJl. 6±:16\ (1990); Smith et al.. Science, 243:101 9-1023 
(1990); Lewis et aL, ftnc.Natt. Acad. Sci. . 48:2830-2834 (1991); Goodwin et aL. Mol, Cell, Biol.* 11:3020- 
3026(1991)]. 

20 Itoh et al. disclose that the Apo-l receptor can signal an apoptotic cell death similar to that 

signaled by the 55-kDa TNF-R1 [Itoh et aL, jujhbI Expression of the Apo-l antigen has also been reported 
to be down-regulated along with that of TNF-RI when cells are treated with either TNF- a or anti-Apo- 1 mouse 
monoclonal antibody [Krammer et aL, sjipia; Nagata et aL. supra]- Accordingly, some investigators have 
hypothesized that cell lines that co-express both Apo-l and TNF-RI receptors may mediate cell killing through 

25 common signaling pathways [IdJ. 

The TNF family ligands identified to date, with the exception of lymphotoxin-a, arc type 
II transmembrane proteins, whose C- term in us is extracellular. In contrast, the receptors in the TNF receptor 
(TNFR) family identified to date are type I transmembrane proteins. In both the TNF ligand and receptor 
families, however, homology identified between family members has been found mainly in the extracellular 

30 domain ("ECD"). Several of the TNF family cytokines, including TNF- a, Apo-l ligand and CD40 ligand, are 
cleaved proteolytic^ ly at the cell surface; the resulting protein in each case typically forms a homotrimeric 
molecule that functions as a soluble cytokine. TNF receptor family proteins are also usually cleaved 
proteofytically to release soluble receptor ECDs that can function as inhibitors of the cognate cytokines. For 
a review of the TNF family of cytokines and their receptors, see Gruss and Dower, Sfflra. 

35 M IMM ARY OF THE INVENTION 

Applicants have identified cDNA clones that encode a novel cytokine, designated "Apo-2 
ligand." It is presently believed that Apo-2 ligand is a member of the TNF cytokine family; Apo-2 ligand is 
related in amino acid sequence to some known TNF-related proteins, including the Apo- 1 ligand. Applicants 
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found, however, that the Apo-2 ligand is not inhibited appreciably by known soluble Apo-I or TNF receptors, 
such as the Fas/Apo-1, TNF-R1. or TNF-R2 receptors. 

In one embodiment, the invention provides isolated biologically active Apo-2 ligand. In 
particular, the invention provides isolated biologically active Apo-2 ligand which includes an amino acid 
5 sequence comprising residues 1 14-28 1 of Figure I A. In another embodiment, the Apo-2 ligand includes an 
amino acid sequence comprising residues 41-281 or 15-281 of Figure 1A. In another embodiment, the isolated 
biologically active Apo-2 ligand includes an amino acid sequence shown as residues 1-281 of Figure 1 A (SEQ 
lDNO:l). 

In another embodiment, the invention provides chimeric molecules comprising Apo-2 ligand 
10 fused to another, heterologous polypeptide. An example of such a chimeric molecule comprises the Apo-2 
ligand fused to a tag polypeptide sequence. 

In another embodiment, the invention provides an isolated nucleic acid molecule encoding 
Apo-2 ligand. In one aspect, the nucleic acid molecule isRNAor DNA that encodes a biologically active Apo- 
2 ligand or is complementary to a nucleic acid sequence encoding such Apo-2 ligand, and remains stably bound 
15 to it under at least moderately stringent conditions. In one embodiment, the nucleic acid sequence is selected 
frotn: 

(a) the coding region of the nucleic acid sequence of Figure 1 A that codes for the full-length 
protein from residue 1 to residue 28 1 (i.e., nucleotides 91 through 933). inclusive, or nucleotides 21 1 through 
933 that encodes for the extracellular protein from residue 4 1 to 28 1 . inclusive, or nucleotides 430 through 933 

20 that encodes for the extracellular protein from residue 1 14 to 281. inclusive, of the nucleic acid sequence shown 

in Figure 1A (SEQ ID NO:2); or 

(b) a sequence corresponding to the sequence of (a) within the scope of degeneracy of the 

genetic code. 

In a further embodiment, the invention provides a replicable vector comprising the nucleic 
25 acid molecule encoding me Apo-2 ligand operably linked to control sequences recognized by a host cell 
transfected or transformed with the vector. A host cell comprising the vector or the nucleic acid molecule is 
also provided. A method of producing Apo-2 ligand which comprises culturing a host cell comprising the 
nucleic acid molecule and recovering the protein from the host cell culture is further provided. 

In another embodiment, the invention provides an antibody which binds to the Apo-2 ligand. 
30 In one aspect, the antibody is a monoclonal antibody having antigen specificity for Apo-2 ligand. 

In another embodiment, the invention provides a composition comprising biologically active 
Apo-2 ligand and a pharmaceutically-acceptable carrier. The composition may be a pharmaceutical 
composition useful for inducing or stimulating apoptosis. 

In another embodiment, the invention provides a method for inducing apoptosis in 
35 mammalian cells, comprising exposing mammalian cells, in Wvo or ex vivo, to an amount of Apo-2 ligand 

effective for inducing apoptosis. 

In another embodiment, the invention provides methods of treating a mammal having cancer. 
In the methods, an effective amount of Apo-2 ligand is administered to a mammal diagnosed as having cancer. 
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The Apo-2 ligand may also be administered to the mammal along with one or more other therapies, such as 
chemotherapy, radiation therapy, or other agents capable of exerting anti-tumor activity. 

A further embodiment of the invention provides articles of manufacture and kits that include 
Apo-2 ligand or Apo-2 ligand antibodies. The articles of manufacture and kits include a container, a label on 
5 the container, and a composition contained within the container. The label on the container indicates that the 
composition can be used for certain therapeutic or rwn-merapcutic applications. The composition contains an 
active agent, and the active agent comprises Apo-2 ligand or Apo-2 ligand antibodies. 

BRIEF DESCRIPTION OF T HE DRAWINGS 
Figure I A shows the nucleotide sequence of human Apo-2 ligand cDNA and its derived 

10 amino acid sequence. 

Figure IB shows an alignment of the C-terminal region of human Apo-2 ligand with the 
corresponding region of known members of the human TNF cytokine family, 4-1BBL. OX40L, CD27L. 
CD30L, TNF-a, LT-P, LT-a, CD40L, and Apo-IL. 

Figures IC-IE show (C) the cellular topology of the recombinant, full-length, C-terminal myc 
1 5 epitopc-tagged Apo-2 ligand expressed in human 293 cells, as determined by FACS analysis using anti-myc 
epitope antibody; (D) the size and subunit structure of recombinant, Hisj 0 epitope-tagged soluble Apo-2 
expressed in recombinant bactilovirus-infected insect cells and purified by Ni 2+ -chelaie affinity 
chromatography, as determined with (lanes 2, 3) or without (lane 1) chemical crossl inking followed by SDS- 
PAGE and silver staining; (E) the size and subunit structure of recombinant. gD epitope-tagged, soluble Apo-2 
20 ligand expressed in metabolically labeled human 293 cells, as determined by imraunoprecipitatioo with anti-gD 
epitope antibody, followed by SDS-PAGE and autoradiography. 

Figures 2A-2E snow the induction of apoptosis in B and T lymphocyte cell lines by Apo-2 
ligand. Apoptotic cells were identified by characteristic morphological changes (A); by positive fluorescence 
staining with prcpidium iodide (PI) and FlTC-conjugated anncxin V, measured by flow cytometry (B-D); and 
25 by analysis of intemuclcosomal DNA fragmentation (E). 

Figures 3 A-3C show the time course and the dose-dependence of Apo-2 ligand- induced 
apoptosis and the lack of inhibition of Apo-2 ligand-induced apoptosis by soluble rcccptor-lgG-fusion proteins 
based on the Fas/Apo-I receptor, TNF-Rl receptor, or TNF-R2 receptor. 

Figure 4 shows the expression of Apo-2 ligand mRNA in human fetal and human adult 
30 tissues, as measured by Northern blot analysis. 

Figure 5 shows the in vivo effect of Apo-2 ligand, administered by intratumor injection, alone 
or in combination with Doxorubicin, on the weight of human MDA23 1 breast carcinoma-based tumors grown 
in nude mice. 

Figure 6 shows the in vivo effect of Apo-2 ligand, administered by intratumor injection, alone 
35 or in combination with 5-FU, on the weight of human HCTI 16 colon carcinoma-based tumors grown in nude 
mice. 

Figure 7 shows the in vivo effect of Apo-2 ligand, administered by intraperitoneal injection, 
alone or in combination with 5-FU, on the size of human HCTI 16 colon carcinoma-based tumors grown in 
nude mice. 
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Figure 8 shows the in vivo effect of Apo-2 ligand, administered by intraperitoneal injection, 
alone or in combination with S-FU. on the weight of human HCT1 16 colon carcinoma-based tumors grown in 

nude mice. 

Figure 9 is a bar diagram illustrating that CrmA but not dominant negative FADD blocks 
5 Apo-2 ligand-induced apoptosis in HeLa-S3 cells. 

Figure 10 shows FACS analysis of apoptosis induced by Apo-2 ligand and the effect of four 
anti-Apo-2 ligand antibodies: ID!, 2G6. 2EI I. end 5C2 (apoptotk 9D cells detected using FITCnconjugated 
anncxin V - bold line; live, unstained cells - thin fine). 

Figure 11 is a bar diagram..^ 1D1.2G6. 

10 2Ell,and5C2. 

Figure 12 is a bar diagram illustrating the results of an epitope mapping assay of monoclonal 

antibodies ID I. 2G6, 2E11. and SC2. 

Figure 1 3 is a bar diagram illustrating the results of an assay testing the ability of monoclonal 
antibody 1D1 to bind to several different synthetic peptides consisting of specific ammo acid regions of the 
15 Apo-2 ligand. 

nETAfl.TO DESCRIPTION OF T HE PREFERRED EMBODIMENTS 

l. Prfinitioas 

The terms -Apo-2 ligand" and "Apo-2L" are used herein to refer to a polypeptide sequence 
which includes amino acid residues 114-281. inclusive, residues 41 -281, inclusive, residues 15-281. inclusive, 

20 or residues 1-281. inclusive, of the amino acid sequence shown in Figure I A. as well as biologically active 
deletional. insenional, or substitutional variants of the above sequences. In a preferred embodiment, the 
polypeptide sequence has at least residues 1 14-281 of Figure 1 A. In another preferred embodiment, the 
biologically active variants have at least about 80% sequence identity, more preferably at least about 90% 
sequence identity, and even more preferably, at least about 95% sequence identity with any one of the above 

25 sequences. The definition encompasses Apo-2 ligand isolated from an Apo-2 ligand source, such as from the 
human tissue types described herein (see Example 8) or from another source, or prepared by recombinant or 
synthetic methods. The present definition of Apo-2 ligand excludes known EST sequences, such as GenBank 
HHEA47M, T90422, R31020. H43566. H44565. H44567. H54628. H44772, H54629, T82085, and TI0524. 

The term "epitope tagged" when used herein refers to a chimeric polypeptide comprising 

30 Apo-2 ligand, or a portion thereof, fused to a 'tag polypeptide". The tag polypeptide has enough residues to 
provide an epitope against which an antibody can be made, yet is short enough such that it does not interfere 
with activity of the Apo-2 ligand. The tag polypeptide preferably also is fairly unique so that the antibody does 
not substantially cross-react with other epitopes. Suitable tag polypeptides generally have at least six amino 
acid residues and usually between about 8 to about 50 amino acid residues (preferably, between about 10 to 

35 about 20 residues). 

"Isolated." when used to describe the various proteins disclosed herein, means protein that 
has been identified and separated and/or recovered from a component of its natural environment Contaminant 
components of its natural environment are materials that would typically interfere with diagnostic or therapeutic 
uses for the protein, and may include enzymes, hormones, and other proteinaceous or non-proteinaceous 
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solutes. In preferred embodiments, the protein will be purified (1) to a degree sufficient to obtain at least 1 5 
residues of N -terminal or internal amino acid sequence by use of a spinning cup sequenator, or (2) to 
homogeneity by SDS-PAGE under non-reducing or reducing conditions using Coomassie blue or, preferably, 
silver stain. Isolated protein includes protein in situ within recombinant cells, since at least one component of 
S the Apo-2 ligand natural environment will not be present. Ordinarily, however, isolated protein will be 
prepared by at least one purification step. 

An "isolated" Apo-2 ligand nucleic acid molecule is a nucleic acid molecule that is identified 
and separated from at least one contaminant nucleic acid molecule with which h is ordinarily associated in the 
natural source of the Apo-2 ligand nucleic acid. An isolated Apo-2 ligand nucleic acid molecule is other than 

10 in the form or setting in which it is found in nature. Isolated Apo-2 ligand nucleic acid molecules therefore are 
distinguished from the Apo-2 ligand nucleic acid molecule as it exists in natural cells. However, an isolated 
Apo-2 ligand nucleic acid molecule includes Apo-2 ligand nucleic acid molecules contained in cells that 
ordinarily express Apo-2 ligand where, for example, the nucleic acid molecule is m a chromosomal location 
different from that of natural cells. 

1 5 The term "control sequences" refers to DN A sequences necessary for the expression of an 

operably linked coding sequence in a particular host organism. The control sequences that are suitable for 
prokaryotes, for example, include a promoter, optionally an operator sequence, and a ribosome binding site. 
Eukaryotic cells are known to utilize promoters, polyadenylation signals, and enhancers. 

Nucleic acid is "operably linked** when it is placed into a functional relationship with another 

20 nucleic acid sequence. For example, DN A for a presequence or secretory leader is operably linked to DNA 
for a polypeptide if it is expressed as a preprotein that participates in the secretion of the polypeptide; a 
promoter or enhancer is operably linked to a coding sequence if it affects the transcription of the sequence; or 
a ribosome binding site is operably linked to a coding sequence if it is positioned so as to facilitate translation. 
Generally, "operably linked* 1 means that the DNA sequences being linked are contiguous, and, in the case of 

25 a secretory leader, contiguous and in reading phase. However, enhancers do not have to be contiguous. 
Linking is accomplished by ligation at convenient restriction sites. If such sites do not exist, the synthetic 
oligonucleotide adaptors or linkers are used in accordance with conventional practice. 

The term "antibody" is used in the broadest sense and specifically covers single anti- Apo-2 
ligand monoclonal antibodies (including agonist and antagonist antibodies) and anti-Apo-2 ligand antibody 

30 compositions with polyepitopic specificity. 

The term "monoclonal antibody" as used herein refers to an antibody obtained from a 
population of substantially homogeneous antibodies, ie, the individual antibodies comprising the population 
are identical except for possible naturally-occurring mutations thai may be present in minor amounts. 
Monoclonal antibodies are highly specific, being directed against a single antigenic site. Furthermore, in 

35 contrast to conventional (polyclonal) antibody preparations which typically include different antibodies directed 
against different determinants (epitopes), each monoclonal antibody is directed against a single determinant 
on the antigen. 

The monoclonal antibodies herein include hybrid and recombinant antibodies produced by 
splicing a variable (including hypervariable) domain of an anti- Apo-2 ligand antibody with a constant domain 
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(e.g. "humanized- antibodies), or a light chain with a heavy chain, or a chain from one species with a chain 
from another species, or fusions with heterologous proteins, regardless of species of origin or immunoglobulin 
class or subclass designation, as well as antibody fragments (e.g.. Fab, Ffab^ and Fv), so long as they exhibit 
the desired activity. See, e.g. U.S. Pat- No. 4,8 16,567 and Mage et aL in Monoclonal AMibodY ProotatKffl 
Trf hni q u « and Applications. pp.79-97 (Marcel Dekker, Inc.: New York, 19S7). 

Thus, the modifier "monoclonal" indicates the character of the antibody as being obtained 
from a substantially homogeneous population of antibodies, and is not to be construed as requiring production 
of the antibody by any particular method. For example, the monoclonal antibodies to be used in accordance 
with the present invention may be made by the hybridoma method first described by Kohler and Milstein, 
Mafliifi, 256:495 (1975). or may be made by recombinant DNA methods such as described in U.S. Pat. No. 
4,816,567. The "monoclonal antibodies" may also be isolated from phage libraries generated using the 
techniques described in McCafTerty et al., Nature. 241:552-554 (1990). for example. 

"Humanized" forms of non-human (e.g. murine) antibodies are specific chimeric 
immunoglobulins, immunoglobulin chains, or fragments thereof (such as Fv. Fab, Fab', F(ab , ) 2 or other antigen- 
15 binding subsequences of antibodies) which contain minimal sequence derived from non-human 
immunoglobulin. For the most part, humanized antibodies are human immunoglobulins (recipient antibody) 
in which residues from a complementarity determining region (CDR) of the recipient are replaced by residues 
from a CDR of a non-human species (donor antibody) such as mouse, rat, or rabbit having the desired 
specificity, affinity, and capacity. In some instances. Fv framework region (FR) residues of the human 
20 immunoglobulin are replaced by corresponding non-human residues. Furthermore, the humanized antibody 
may comprise residues which are found neither in the recipient antibody nor in the imported CDR or framework 
sequences. These modifications are made to further refine and optimize antibody performance. In general, 
the humanized antibody will comprise substantially all of at least one, and typically two, variable domains, in 
which all or substantially all of the CDR regions correspond to those of a non-human immunoglobulin and all 
25 or substantially all of the FR regions are those of a human immunoglobulin consensus sequence. The 
humanized antibody optimally also will comprise at least a portion of an immunoglobulin constant region (Fc), 
typically that of a human immunoglobulin. 

"Biologically active" for the purposes herein to characterize Apo-2 ligand means having the 
ability to induce or stimulate apoptosis in at least one type of mammalian cell in vivo or ex vivo. 
30 The terms "apoptosis" and "apoptotic activity" arc used in a broad sense and refer to the 

orderly or controlled form of cell death in mammals that is typically accompanied by one or more characteristic 
cell changes, including condensation of cytoplasm, loss of plasma membrane microvilli, segmentation of the 
nucleus, degradation of chromosomal DNA or loss of mitochondrial function. This activity can be determined 
and measured, for instance, by cell viability assays, FACS analysis or DNA electrophoresis. 
35 The terms "cancer" and "cancerous" refer to or describe the physiological condition in 

mammals that is typically characterized by unregulated cell growth. Examples of cancer include but are not 
l imited to, carcinoma, lymphoma, leukemia, blastoma, and sarcoma. More particular examples of such cancers 
include squamous cell carcinoma, small-cell lung cancer, non-small cell lung cancer, neuroblastoma, pancreatic 
cancer, glioblastoma multiforme, cervical cancer, stomach cancer, bladder cancer, hepatoma, breast cancer, 
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colon carcinoma, and head and neck cancer. In one embodiment, the cancer includes follicular lymphoma, 
carcinoma with p53 mutations, or hormone-dependent cancer such as breast cancer, prostate cancer, or ovarian 
cancer. 

The terms "treating." "treatment," and "therapy" as used herein refer to curative therapy, 
5 prophylactic therapy, and preventative therapy. 

The term "mammal" as used herein refers to any mammal classified as a mammal, including 
humans, cows, horses, dogs and cats. In a preferred embodiment of the invention, the mammal is a human. 
U. Compositions and Methods of the Invention 

The present invention provides a novel cytokine relaxed to (he TNF ligand family, the 
10 cytokine identified herein as "Apo-2 ligand." The predicted mature amino acid sequence of human Apo-2 
ligand contains 281 ammo acids, and has a calculated molecular weight of approximately 32.5 kDa and an 
isoelectric point of approximately 7.63. There is no apparent signal sequence at the N -terminus, although 
hydropathy analysis indicates the presence of a hydrophobic region between residues 1 5 and 40. The absence 
of a signal sequence and the presence of an internal hydrophobic region suggests that Apo-2 ligand is a type 
15 II transmembrane protein. A potential N-lmked glycosylation site is located at residue 109 in the putative 
extracellular region. The putative cytoplasmic region comprises ammo acid residues 1-14, the transmembrane 
region comprises amino acid residues 1 5-40 and the extracellular region comprises amino acid residues 4 1 -28 1 , 
shown in Figure I A. An Apo-2 ligand polypeptide comprising amino acid residues 1 14-281 of the extracellular 
region, shown in Figure 1 A, is also described in the Examples below. 
20 A. Preparation of Apo-2 Ligand 

The description below relates primarily to production of Apo-2 ligand by culturing cells 
transformed or transfected with a vector containing Apo-2 ligand nucleic acid and recovering the polypeptide 
from the cell culture. It is of course, contemplated that alternative methods, which are well known in the art, 
may be employed to prepare Apo-2 ligand. 
25 1. Isolation of DNA FncodmP Ano-2 Ligand 

The DNA encoding Apo-2 ligand may be obtained from any cDNA library prepared from 
tissue believed to possess the Apo-2 ligand mRNA and to express it at a detectable level. Accordingly, human 
Apo-2 ligand DNA can be conveniendy obtained from a cDNA library prepared from human tissues, such as 
the bacteriophage library of human placental cDN A described in Example 1 . The Apo-2 ligand-encoding gene 
30 may also be obtained from a genomic library or by oligonucleotide synthesis. 

Libraries can be screened with probes (such as antibodies to the Apo-2 ligand or 
oligonucleotides of at least about 20-80 bases) designed to identify the gene of interest or the protein encoded 
by h. Examples of oligonucleotide probes are provided in Example I . Screening the cDNA or genomic library 
with the selected probe may be conducted using standard procedures, such as described in Sam brook et al., 
35 Molecular Cloninp: A Laboratory Manual (New York: Cold Spring Harbor Laboratory Press, 1989). An 
alternative means to isolate the gene encoding Apo-2 ligand is to use PCR methodology [Sam brook et al.. 
supra : Dieffenbach et al., PCR Primer A Laboratory Manual (Cold Spring Harbor Laboratory Press. 1995)]. 

A preferred method of screening employs selected oligonucleotide sequences to screen cDN A 
libraries from various human tissues. Example 1 below describes techniques for screening a cDN A library with 
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two different oligonucleotide probes. The oligonucleotide sequences selected as probes should be of sufficient 
length and sufficiently unambiguous so that false positives are minimized. The oligonucleotide is preferabl> 
labeled such that h can be detected upon hybridization to DNA in the library being screened. Methods of 
labeling are well known in the art. and include the use of radiolabels like 32 P-labeled ATP. biotinylation or 
5 enzyme labeling. 

Nucleic ecid having all the protein coding sequence may be obtained by screening selected 
cDNA or genomic libraries using the deduced amino acid sequence disclosed herein, and, if necessary, using 
conventional primer extension procedures as described in Sambrook et ah, SUREl to detect precursors and 
processing intermediates of mRNA that may not have been reverse-transcribed into cDNA. 
| 0 Amino acid sequence variants of Apo-2 ligand can be prepared by introducing appropriate 

nucleotide changes into the Apo-2 ligand DNA, or by synthesis of the desired Apo-2 ligand polypeptide. Such 
variants represent insertions, substitutions, and/or deletions of residues within or at one or both of the ends of 
the intracellular region, the transmembrane region, or the extracellular region, or of the amino acid sequence 
shown for the full-length Apo-2 ligand m Figure 1 A. Any combination of insertion, substitution, and/or 
15 deletion can be made to arrive at the final construct, provided that the final construct possesses the desired 
apoptotic activity as defined herein. In a preferred embodiment, the variants have at least about 80% sequence 
identity, more preferably, at least about 90% sequence identity, and even more preferably, at least about 95% 
sequence identity with the sequences identified herein for the intracellular, transmembrane, or extracellular 
regions of Apo-2 ligand. or the tulUcngih sequence for Apo-2 ligand. The amino acid changes also may alter 
20 post-translational processes of the Apo-2 ligand, such as changing the number or position of glycosylation sites 
or altering the membrane anchoring characteristics. 

Variations in the Apo-2 ligand sequence as described above can be made using any of the 
techniques and guidelines for conservative and non -conservative mutations set forth in U.S. Pat. No. 5,364,934. 
These include oligonucleotide-mediated (site-directed) mutagenesis, alanine scanning, and PCR mutagenesis. 
25 2. Insertion of Nucleic Acid into A Reptoble Vector 

The nucleic asid (e.g. , cDN A or genomic DNA) encoding native or variant Apo-2 ligand may 
be inserted into a replicablc vector for further cloning (amplification of the DNA) or for expression. Various 
vectors are publicly available. The vector components generally include, but are not limited to, one or more 
of the following: a signal sequence, an origin of replication, one or more marker genes, an enhancer element, 
30 a promoter, and a transcription termination sequence, each of which is described below. 

(i) Si gnal Sequence Component 
The Apo-2 ligand may be produced recombinantry not only directly, but also as a fusion 
polypeptide with a heterologous polypeptide, which may be a signal sequence or other polypeptide having a 
specific cleavage site at the N-terminus of the mature protein or polypeptide. In general, the signal sequence 
35 may be a component of the vector, or it may be a part of the Apo-2 ligand DNA that is inserted into the vector. 
The heterologous signal sequence selected preferably is one thai is recognized and processed (i.e., cleaved by 
a signal peptidase) by the host cell. The signal sequence may be a prokaryotic signal sequence selected, for 
example, from the group of the alkaline phosphatase, penicillinase, 1pp. or heat-stable enterotoxin 11 leaders. 
For yeasi secretion the signal sequence may be, eg., the yeast invertase leader, alpha factor leader (including 
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Saccharomyces and Kluyveromyces a -factor leaders, the latter described in U.S. Pal. No. 5,010,182), or acid 
phosphatase leader, the C. albicans glucoamylase leader (EP 362,179 published 4 April 1990). or the signal 
described in WO 90/13646 published 15 November 1990. In mammalian cell expression the native Apo-2 
ligand presequence that normally directs insertion of Apo-2 ligand in the cell membrane of human cells in vivo 
5 is satisfactory, although other mammalian signal sequences may be used to direct secretion of the protein, such 
as signal sequences from secreted polypeptides of the same or related species, as well as viral secretory leaders, 
for example, the herpes simplex glycoprotein D signal. 

The DNA for such precursor region ts preferably ligated in reading frame to DNA encoding 

Apo-2 ligand. 

10 <iH Origin of Replication Component 

Both expression and cloning vectors contain a nucleic acid sequence that enables the vector 
to replicate in one or more selected host cells. Generally, in cloning vectors this sequence is one that enables 
the vector to replicate independently of the host chromosomal DNA, and includes origins of replication or 
autonomously replicating sequences. Such sequences are well known for a variety of bacteria, yeast, and 

15 viruses. The origin of replication from the plasmid pBR322 is suitable for most Gram-negative bacteria, the 
2u plasmid origin is suitable for yeast, and various viral origins (SV40, polyoma, adenovirus, VS V or BPV) 
are useful for cloning vectors in mammalian cells. Generally, the origin of replication component is not needed 
for mammalian expression vectors (the SV40 origin may typically be used because it contains the early 
promoter). 

20 Most expression vectors are "shuttle" vectors, tc, ibey are capable of replication in at least 

one class of organisms but can be transacted into another organism for expression. For example, a vector is 
cloned in E. coli and then the same vector is transfected into yeast or mammalian cells for expression even 
though it is not capable of replicating independently of the host cell chromosome. 

DNA may also be amplified by insertion into the host genome. This is readily accomplished 

25 using Bacillus species as hosts, for example, by including in the vector a DNA sequence that is complementary 
to a sequence found in Bacillus genomic DNA. Transfection of Bacillus with this vector results in homologous 
recombination with the genome and insertion of Apo-2 ligand DNA. However, the recovery of genomic DNA 
encoding Apo-2 ligand is more complex than that of an exogenously replicated vector because restriction 
enzyme digestion is required to excise the Apo-2 ligand DNA. 

30 ^election Gene Component 

Expression and cloning vectors typically contain a selection gene, also termed a selectable 
marker. This gene encodes a protein necessary for the survival or growth of transformed host cells grown in 
a selective culture medium. Host cells not transformed with the vector containing the selection gene will not 
survive in the culture medium. Typical selection genes encode proteins that (a) confer resistance to antibiotics 

35 or other toxins, e.g.. ampicillin, neomycin, methotrexate, or tetracycline, (b) complement auxotrophic 
deficiencies, or (c) supply critical nutrients not available from complex media, e.g., the gene encoding D- 
alanine racemase for Bacilli. 

One example of a selection scheme utilizes a drug to arrest growth of a host cell. Those cells 
that are successfully transformed with a heterologous gene produce a protein conferring drug resistance and 
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thus survive the selection regimen. Examples of such dominant selection use the drugs neomycin [Southern 
ct al.. J Molec. Add!. Genet . 1:327 (1982)), mycophenolic acid (Mulligan et al., Science 222: » 422 (1980)] 
or hygromycin [Sugden et al., Mo' Cell. Biol. 5:410-413 (1985)]. The three examples given above employ 
bacteria! genes under eukaryotic control to convey resistance to the appropriate drug G4 1 8 or neomycin 

5 (geneticin), xgpt (mycophenolic acid), or hygromycin, respectively. 

Another example of suitable selectable markers for mammalian cells are those that enable 
the identification of cells competent to take up the Apo-2 ligand nucleic acid, such as DHFR or thymidine 
kinase. The mammalian cell transformants are placed under selection pressure that only the transformants are 
uniquely adapted to survive by virtue of having taken up the marker. Selection pressure is imposed by culturing 

1 0 the transformants under conditions in which the concentration of selection agent in the medium is successively 
changed, thereby leading to amplification of both the selection gene and the DNA that encodes Apo-2 ligand. 
Amplification is the process by which genes in greater demand for the production of a protein critical for 
growth are reiterated in tandem within the chromosomes of successive generations of recombinant cells. 
Increased quantities of Apo-2 ligand are synthesized from the amplified DNA. Other examples of amplifiable 

1 5 genes include metallothionein-I and -II, adenosine deaminase, and ornithine decarboxylase. 

Cells transformed with the DHFR selection gene may first be identified by culturing all of 
the transformants in a culture medium that contains methotrexate (Mtx), a competitive antagonist of DHFR. 
An appropriate host cell when wild-type DHFR is employed is the Chinese hamster ovary (CHO) cell line 
deficient in DHFR activity, prepared and propagated as described by Urlaub et al., Pre. Natl, A«rf. Sci. USA, 

20 72:42 16(1 980). The transformed cells are then exposed to increased levels of methotrexate. This leads to the 
synthesis of multiple copies of the DHFR gene, and, concomitantly, multiple copies of other DNA comprising 
the expression vectors, such as the DNA encoding Apo-2 ligand. This amplification technique can be used with 
any otherwise suitable host, e.g., ATCC No. CCL61 CHO-K I, notwithstanding the presence of endogenous 
DHFR if, for example, a mutant DHFR gene that is highly resistant to Mtx is employed (EP 1 17,060). 

25 Alternatively, host cells (particularly wild-type hosts that contain endogenous DHFR) 

transformed or co-transformed with DNA sequences encoding Apo-2 ligand, wild-type DHFR protein, and 
another selectable marker such as aminoglycoside 3'-phosphotransferase (APH) can be selected by cell growth 
in medium containing a selection agent for the selectable marker such as an aminoglycosidic antibiotic, e.g., 
kanamycin, neomycin, or G4I8. See U.S. Patent No. 4,965,199. 

30 A suitable selection gene for use in yeast is the trp I gene present in the yeast plasm id YRp7 

fStinchcomb et al., Nature . 282:39 (1979); Kingsman et al., ficufc 2:141 (1979); Tschemper et al., Gene, 
lfl:l57 (1980)]. The trp\ gene provides a selection marker for a mutant strain of yeast lacking the ability to 
grow in tryptophan, for example, ATCC No. 44076 or PEP4- 1 [Jones, Genetics. 1 2 ( 1 977)] The presence 
of the rrpl lesion in the yeast host cell genome then provides an effective environment for detecting 

35 transformation by growth in the absence of tryptophan. Similarly, Z*u2-dcfictcnt yeast strains (ATCC 20,622 
or 38,626) arc complemented by known plasm ids bearing the Leu2 gene. 

In addition, vectors derived from the 1.6 urn circular plasmid pKDl can be used for 
transformation of Kluyvcromyces yeasts [Bianchi ct aU Curr Genet.. 12:185 (1987)]. More recently, an 
expression system for large-scale production of recombinant calf chymes in was reported for K. lactis [Van den 
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Berg, Bio/Technology. £:135 (1990)]. Stable multi-copy expression vectors for secretion of mature 
recombinant human serum albumin by industrial strains of Kiuywomyces have also been disclosed (Fleer et 
»1 Rin/Technologv. 9:968-975 (1991)]. 

(iv) Promoter Component 

S Expression and cloning vectors usually contain a promoter that is recognized by the host 

organism and is operably linked to the Apo-2 ligand nucleic acid sequence. Promoters are untranslafed 
sequences located upstream (5*) to the start codon of a structural gene (generally within about 100 to 1000 bp) 
that control the transcription and translation of a particular nucleic acid sequence, such as the Apo-2 ligand 
nucleic acid sequence, to which they are operably linked. Such promoters typically fall into two classes, 

10 inducible and constitutive. Inducible promoters are promoters that initiate Increased levels of transcription 
from DNA under their control in response to some change in culture conditions, e.g., the presence or absence 
of a nutrient or a change in tcmpcranire. At this time a large number of promoters recognized by a variety of 
potential host cells are well known. These promoters are operably linked to Apo-2 ligand encoding DNA by 
removing the promoter from the source DNA by restriction enzyme digestion and inserting the isolated 

I S promoter sequence into the vector. Both the native Apo-2 ligand promoter sequence and many heterologous 
promoters may be used to direct amplification and/or expression of the Apo-2 ligand DNA. 

Promoters suitable for use with prokaryotic hosts include the p -lactamase and lactose 
promoter systems [Chang et aL, MfltUtt. 222*15 (1978); Goeddel et al., Mamifc 241:544 (1979)], alkaline 
phosphatase, a tryptophan (trp) promoter system [Goeddel, Nucleic Acids Res.. &4057 (1980); EP 36,776], 

20 and hybrid promoters such as the tac promoter [deBoer et ah, Proc. Natl. Acad. Sci. USA . £Q:21-25 (1983)]. 
However, other known bacterial promoters are suitable. Their nucleotide sequences have been published, 
thereby enabling a skilled worker operably to ligate them to DNA encoding Apo-2 ligand [Siebenlist et al.. 
Cell. 2Q:269 (1980)] using linkers or adaptors to supply any required restriction sites. Promoters for use in 
bacterial systems also will contain a Shine-Dalgamo (S.D.) sequence operably linked to the DNA encoding 

25 Apo-2 ligand. 

Promoter sequences are known for eukaryotes. Virtually all eukaryotic genes have an AT- 
rich region located approximately 25 to 30 bases upstream from the site where transcription is initiated. 
Another sequence found 70 to 80 bases upstream from the start of transcription of many genes is a CXCAAT 
region where X may be any nucleotide. At the 3' end of most eukaryotic genes is an A ATA A A sequence that 
30 may be the signal for addition of the poly A tail to the 3' end of the coding sequence. All of these sequences 
are suitably inserted into eukaryotic expression vectors. 

Examples of suitable promoting sequences for use with yeast hosts includclhc promoters for 
3-phosphoglycerate kinase [Hitzeman et al., J. Biol. Chem.. 251:2073 (1980)] or other glycolytic enzymes 
[Hess et al.. J Arfv EnTvme Reg. . 2:149 (1968); Holland, Biochemistry. 12:4900 (1978)], such as enolase, 
35 glyceraldehyde-3-phosphate dehydrogenase, hexokinase, pyruvate decarboxylase, phosphofructokmase, 
glucosc-6-phosphate isomerase, 3-phosphoglycerate mutase, pyruvate kinase, trioscphosphate isomerase, 
phosphoglucose isomerase, and glucokinase. 

Other yeast promoters, which are inducible promoters having the additional advantage of 
transcription controlled by growth conditions, are the promoter regions for alcohol dehydrogenase 2, 
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isocytochromc C. acid phosphatase, dcgradaiivc enzymes associated with nitrogen metabolism, metallothionein, 
g|yccraldehyde-3-phosphate dehydrogenase, and enzymes responsible for maltose and galactose utilization. 
Suitable vectors and promoters for use in yeast expression are further described in EP 73.657. Yeast enhancers 
also are advantageously used with yeast promoters. 
5 Apo-2 Iigand transcription from vectors in mammalian host cells is controlled, for example, 

by promoters obtained from the genomes of viruses such as polyoma virus, fowlpox virus (UK 2,21 1,504 
published 5 July 1989), adenovirus (such as Adenovirus 2), bovine papilloma virus, avian sarcoma vims, 
cytomegalovirus, a retrovirus, hcpatitis-B virus and most preferably Simian Vims 40 (SV40), from 
heterologous mammalian promoters, e.g. t the actin promoter or an immunoglobulin promoter, from heat-shock 
10 promoters, and from the promoter normally associated with the Apo-2 iigand sequence, provided such 
promoters are compatible with the host cell systems. 

The early and late promoters of the SV40 virus are conveniently obtained as an S V40 
restriction fragment that also contains the SV40 viral origin of replication [Fiers et aL, IMie, 221:1 13 (1978); 
Mulligan and Berg, Science. 2ffi: 1422-1427 (1 980); Pavlakis et aL, PrftC.Nail. ACfld, Scj.USA. 25:7398-7402 
15 (1981)1- The immediate early promoter of the human cytomegalovirus is conveniently obtained as a Hindlll 
E restriction fragment [Grcenaway et aL, Qss& 15:355-360 (1982)J. A system for expressing DNA in 
mammalian hosts using the bovine papilloma virus as a vector is disclosed in U.S. Patent No. 4.4 19,446. A 
modification of this system is described in U.S. Patent No. 4,601,978 [See also Gray et al., UwiSL. 22*503- 
508 (1982) on expressing cDNA encoding immune interferon in monkey cells; Reyes et aL, Nfllurc , 222:598- 
20 601 (1982) on expression of human p-interferon cDNA in mouse cells under the control of a thymidine kinase 
promoter from herpes simplex virus; Canaani and Berg, Proc, Natl, Acad, Sci. USA 22:5 1 66-5 1 70 ( 1 982) on 
expression of the human interferon P 1 gene in cultured mouse and rabbit cells; and Gorman et a!., Pros , N a tl . 
Acad. Sci. USA . 79:6777-6781 ( 1 982) on expression of bacterial CAT sequences in CV- 1 monkey kidney cells, 
chicken embryo fibroblasts, Chinese hamster ovary cells. HeLa cells, and mouse NIH-3T3 cells using the Rous 
25 sarcoma virus long terminal repeat as a promoter]. 

(v) Enhancer Element Component 
Transcription of a DNA encoding Apo-2 Iigand by higher eukaryotes may be increased by 
inserting an enhancer sequence into the vector. Enhancers are cts-acting elements of DNA, usually about from 
10 to 300 bp, that act on a promoter to increase its transcription. Enhancers are relatively orientation and 
30 position independent, having been found 5' [Laimins et al., PrM.NPtl. Affld. Sci. USA, 28:993 ( 1 98 1 ) J and 
3* (Lusky et al., Mol Cell Bio.. 2: 1 108 (1983)1 to the transcription unit, within an intron [Banerji et oL, £cJi, 
22:729(1983)], as well as within the coding sequence itself [Osborne et aL, MpI Cell Bio,, 1:1293 (1984)]. 
Many enhancer sequences are now known from mammalian genes (glob in, elastase, albumin, a -fetoprotein, 
and insulin). Typically, however, one will use an enhancer from a eukaryotic cell virus. Examples include the 
35 SV40 enhancer on the late side of the replication origin (bp 100-270), the cytomegalovirus early promoter 
enhancer, the polyoma enhancer cm the late side of the replication origin, and adenovirus enhancers. See also 
Yaniv,I^lie J 2^:17-18(1982)onerihancbgelOT The enhancer 

may be spliced into the vector at a position 5* or 3' to the Apo-2 ligand-encoding sequence, but is preferably 
located at a site 5 1 from the promoter. 
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(vi) Trangcrmtkm Termination Component 
Expression vectors used in eukaryotk host cells (yeast, fungi, insect, plant, animal, human, 
or nucleated cells from other multicellular organisms) will also contain sequences necessary for the termination 
of transcription and for stabilizing the mRNA. Such sequences are commonly available from the 5' and, 
5 occasionally 3', untranslated regions of eukaryotic or viral DNAs or cDNAs. These regions contain nucleotide 
segments transcribed as polyadenylated fragments in the untranslated portion of the mRNA encoding Apo-2 
ligand. 

fvitt Construction and Analysis of Vectors 
Construction of suitable vectors containing one or more of the above-listed components 
1 0 employs standard ligation techniques. Isolated plasmids or DNA fragments are cleaved, tailored, and re-ligated 
in the form desired to generate the plasmids required. 

For analysis to confirm correct sequences in plasmids constructed, the ligation mixtures can 
be used to transform E. coti K 1 2 strain 294 (ATCC 3 1 ,446) and successful transformants selected by ampiciliin 
or tetracycline resistance where appropriate. Plasmids from the transformants are prepared, analyzed by 
1 5 restriction endonuclease digestion, and/or sequenced by the method of Messing et at., Nudek Afrkfc Res.. 
2:309 (1981) or by the method of Maxam et al., Methods m Enzvmologv. £5:499 (1980). 
(viii) Transient Expression Vectors 
Expression vectors that provide for the transient expression in mammalian cells of DNA 
encoding Apo-2 ligand may be employed. In general, transient expression involves the use of an expression 
20 vector that is able to replicate efficiently in a host cell, such that the host cell accumulates many copies of the 
expression vector and. in turn, synthesizes high levels of a desired polypeptide encoded by the expression 
vector [Sambrook et al., supra]. Transient expression systems, comprising a suitable expression vector and 
a host cell, allow for the convenient positive identification of polypeptides encoded by cloned DNAs, as well 
as for the rapid screening of such polypeptides for desired biological or physiological properties. Thus, 
25 transient expression systems are particularly useful in the invention for purposes of identifying analogs and 
variants of Apo-2 ligand that are biologically active Apo-2 ligand. 

Suitahle Exemplary Vertebra te Cell Vectors 
Other methods, vectors, and host cells suitable for adaptation to the synthesis of Apo-2 ligand 
in recombinant vertebrate cell culture are described in Gething et al., UsWSi, 2°2:620-625 (1 98 1 ); Mantei et 
30 aL, Nature. ££1:40-46 ( 1 979); EP 1 1 7,060; and EP 1 1 7,058. A particularly useful plasmid for mammalian cell 
culture expression of Apo-2 ligand is pRK5 [EP 307,247; also described in Example I] or pSVI6B [WO 
91/08291 published 13 June 1991]. 

3. Selection and Transformation of Host Cells 

Suitable host cells for cloning or expressing the DNA in the vectors herein are the prokaryotc, 
35 yeast, or higher euVaryote cells described above. Suitable prokaryotes for this purpose include but are not 
limited to eubacteria, such as Gram-negative or Gram-positive organisms, for example, Enterobacteriaceae such 
as Escherichia, e.g., £ coli, Enterobacter, Erwinia, Klebsiella, Proteus, Salmonella, eg., Salmonella 
typhimurium, Serratia, eg., Sen-aria marcescans, and Shigella, as well as Bacilli such as B. subtilis and B. 
licheniformis (eg., B lichemformis 4IP disclosed in DD 266,710 published 12 April 1989), Pseudomonas 
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such as P. aeruginosa, and Streptomyces. Preferably, the host cell should secrete minimal amounts of 
proteolytic enzymes. 

In addition to prokaryoles, eukaryotic microbes such as filamentous fungi or yeast are 
suitable cloning or expression hosts for Apo-2 ligand-encoding vectors. Saccharomyces cerevisiae, or common 
5 baker's yeast, is the most commonly used among lower eukaryotic host microorganisms. However, a number 
of other genera, species, and strains are commonly available and useful herein. 

Suitable host cells for the expression of glycosylated Apo-2 ligand are derived from 
multicellular organisms. Such host cells are capable of complex processing and glycosylation activities. In 
principle, any higher eukaryotic cell culture b workable, whether from vertebrate or invertebrate culture. 
1 0 Examples of invertebrate cells include plant and insect cells. Numerous baculoviral strains and variants and 
corresponding permissive insect host cells from hosts such as Spodoptera frugiperda (caterpillar), Aedes 
aegypti (mosquito), Aedes aiboplctus (mosquito), Drosophila meLmogaster (rruitfly), and Bombyx mart have 
been identified (See, eg. , Luckow et oL, Bio/Technology. £47-55 ( 1 988); Miller et al., in Gcfffljc fafjammng. 
Setlow et al., eds., Vol. 8 (Plenum Publishing, 1986), pp. 277-279; and Maeda et al., mm, 111:592-594 
1 5 ( 1985)]. A variety of viral strains for transfectjon are publicly available, e.g. , the L- 1 variant oiAutographa 
ecliformea NPV and the Bm-5 strain of Bombyx mcr/NPV, and such viruses may be used as the virus herein 
according to the present invention, particularly for transfectton of Spodoptera frugiperda ( M Sf9 M ) cells, 
described in Example 2. 

Plant cell cultures of cotton, com, potato, soybean, petunia, tomato, and tobacco can be 
20 utilized as hosts. Typically, plant cells are transfected by incubation with certain strains of the bacterium 
Agrobacterium tumefaciens, which has been previously manipulated to contain the Apo-2 ligand-encoding 
DNA. During incubation of the plant cell culture with A, tumefaciens, the DNA encoding the Apo-2 ligand 
is transferred to the plant cell host such that it is transfected, and will, under appropriate conditions, express 
the Apo-2 ligand-encoding DNA. In addition, regulatory and signal sequences compatible with plant cells are 
25 available, such as the nopaline synthase promoter and polyadenylation signal sequences (Depicker et al., L 
Mol. Apnl. Gen.. 1:561 (1982)]. In addition, DNA segments isolated from the upstream region of the T-DNA 
780 gene are capable of activating or increasing transcription levels of plant-expressible genes in recombinant 
DNA-containing plant tissue (EP 321,196 published 21 June 1989]. 

Propagation of vertebrate cells in culture (tissue culture) is also well known in the art (See, 
30 e.g., Tissue Culture . Academic Press, Kruse and Patterson, editors (1973)]. Examples of useful mammalian 
host cell lines are monkey kidney CVl line transformed by SV40 (COS-7, ATCC CRL 1651); human 
embryonic kidney line (293 or 293 cells subcloned for growth in suspension culture, Graham el al.. J, pen 
ViroL 2£:59 (1977)); baby hamster kidney cells (BHK, ATCC CCL 10); Chinese hamster ovary cellsADHFR 
(CHO, Uriaub and Chasin, Proc. Natl. Acad. Sci. USA . 22:4216 (1980)); mouse Sertoli cells (TM4, Mather, 
35 Biol. ReprodL 23:243-251 (1980)); monkey kidney cells (CVl ATCC CCL 70); African green monkey kidney 
cells (VERO-76, ATCC CRL- 1587); human cervical carcinoma cells (HELA, ATCC CCL 2); canine kidney 
cells (MDCK, ATCC CCL 34); buffalo rat liver cells (BRL 3 A, ATCC CRL 1442); human lung cells (W 1 38, 
ATCC CCL 75); human liver cells (Hep G2 t HB 8065); mouse mammary tumor (MMT 060562, ATCC 
CCL51); TR1 cells (Mather el al.. Annals N Y. Acad. ScL 221M-6$ (1982)); MRC 5 cells; and FS4 cells. 
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Host cells are transfected and preferably transformed with the above-described expression 
or cloning vectors for Apo-2 ligand production and cultured in conventional nutrient media modified as 
appropriate for inducing promoters, selecting transformants, or amplifying the genes encoding the desired 
sequences. 

5 Transfection refers to the taking up of an expression vector by a host cell whether or not any 

coding sequences are in fact expressed. Numerous methods of transfection are known to the ordinarily skilled 
artisan, for example, CaP0 4 and electroporation. Successful transfection is generally recognized when any 
indication of the operation of this vector occurs within the host cell. 

Transformation means introducing DNA into an organism so that the DNA is replicable, 

10 either as an extrachromosomaJ element or by chromosomal integrant. Depending on the host cell used, 
transformation is done using standard techniques appropriate to such cells. The calcium treatment employing 
calcium chloride, as described in Sambrook et al., aupxs, or electroporation is generally used for prokaryotes 
or other cells that contain substantial cell-wall barriers. Infection with Agrobacterium tumefaciens is used for 
transformation of certain plant cells, as described by Shaw ct at., Gene, 21:315 (1983) and WO 89/05859 

1 5 published 29 June 1989. In addition, plants may be transfected using ultrasound treatment as described in WO 
91/00358 published 10 January 1991. 

For mammalian cells without such cell walls, the calcium phosphate precipitation method 
of Graham and van der Eb, Virology. 2:456-457 (1978) is preferred. General aspects of mammalian cell host 
system transformations have been described in U.S. Pat. No. 4,399,216. Transformations into yeast are 

20 typically carried out according to the method of Van Solingcn et al., J. Bad. UQ:946 (1977) and Hsiao et a!., 
Proc. Natl. Acad. Sci. (USA). 2fi:3 829 (1979). However, other methods for introducing DNA into cells, such 
as by nuclear microinjection, electroporation, bacterial protoplast fusion with intact cells, or polycations, e.g.. 
polybrene, potyornithine, may also be used. For various techniques for transforming mammalian cells, see 
Keown et al., Methods in Enzvmoloev. 185:527-537 (1990) and Mansour et al., Nature. 236-348-352 (1988). 

25 4. Culturinpthe Host Cells 

Prokaryotic cells used to produce Apo-2 ligand may be cultured in suitable media as 
described generally in Sambrook et al., supra . 

The mammalian host cells used to produce Apo-2 ligand may be cultured in a variety of 
media. Examples of commercially available media include Ham's FI0 (Sigma), Minimal Essential Medium 

30 ("MEM\ Sigma), RPM1-1640 (Sigma), and Dulbecco's Modified Eagle's Medium ("DMEM", Sigma). Any 

such media may be supplemented as necessary with hormones and/or other growth factors (such as insulin, 

transferrin, or epidermal growth factor), salts (such as sodium chloride, calcium, magnesium, and phosphate), 

TM 

buffers (such as HEPES), nucleosides (such as adenosine and thymidine), antibiotics (such as Gentamycin 
drug), trace elements (defined as inorganic compounds usually present at final concentrations in the micromolar 
35 range), and glucose or an equivalent energy source. Any other necessary supplements may also be included 
at appropriate concentrations that would be known to those skilled m the art The culture conditions, such as 
temperature, pH, and the like, are those previously used with the host cell selected for expression, and will be 
apparent to the ordinarily skilled artisan. 
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In general, principles, protocols, and practical techniques for maximizing the productivity 
of mammalian cell cultures can be found in Mammalian C e ll Biotechnology; A Practical Approach, M. Butler, 
cd. (IRL Press, 1991). 

The host cells referred to in this disclosure encompass cells in culture as well as cells that 

5 are within a host animal. 

5. petecting Ge ne Amplification/Expression 

Gene amplification and/or expression may be measured in a sample directly, for example, 
by conventional Southern blotting, Northern blotting to quantitate the transcription of mRNA [Thomas, ErS£* 
Mail Acad ScLUSA. Z2:5201-5205 (1980)], dot blotting (DNA analysis), or in situ hybridization, using an 

1 0 appropriately labeled probe, based on the sequences provided herein. Various labels may be employed, most 
commonly radioisotopes, and particularly 32 P. However, other techniques may also be employed, such as 
using biot in-modified nucleotides for introduction into a polynucleotide. The bbtin then serves as the site for 
binding to avidin or antibodies, which may be labeled with a wide variety of labels, such as radionuclides, 
fluoresces or enzymes. Alternatively, antibodies may be employed thai can recognize specific duplexes, 

1 5 including DNA duplexes, RN A duplexes, and DNA-RNA hybrid duplexes or DNA-protem duplexes. The 
antibodies in turn may be labeled and the assay may be carried out where the duplex is bound to a surface, so 
that upon the formation of duplex on the surface, the presence of antibody bound to the duplex can be delected. 

Gene expression, alternatively, may be measured by immunological methods, such as 
immunohistochemical staining of cells or tissue sections and assay of cell culture or body fluids, to quantitate 

20 directly the expression of gene product. With immunohistochemical staining techniques, a cell sample is 
prepared, typically by dehydration and fixation, followed by reaction with labeled antibodies specific for the 
gene product coupled, where the labels are usually visually detectable, such as enzymatic labels, fluorescent 
labels, luminescent labels, and the like. 

Antibodies useful for immunohistochemical staining and/or assay of sample fluids may be 

25 either monoclonal or polyclonal, and may be prepared m any mammal. Conveniently, the antibodies may be 
prepared against a native Apo-2 ligand polypeptide or against a synthetic peptide based on the DNA sequences 
provided herein or against exogenous sequence fused to Apo-2 ligand DNA and encoding a specific antibody 
epitope. 

6. Purification of Apo-2 Lieand Polypeptide 

30 Apo-2 ligand preferably is recovered from the culture medium as a secreted polypeptide, 

although it also may be recovered from host cell lysaies when directly produced without a secretory signal. If 
the Apo-2 ligand is membrane-bound, it can be released from the membrane using a suitable detergent solution 
(e.g. Triton-X 100) or its extracellular region may be released by enzymatic cleavage. 

When Apo-2 ligand is produced in a recombinant cell other than one of human origin, the 

35 Apo-2 ligand is free of proteins or polypeptides of human origin. However, it is usually necessary to purify 
Apo-2 ligand from recombinant cell proteins or polypeptides to obtain preparations that axe substantially 
homogeneous as to Apo-2 ligand. As a first step, the culture medium or rysate may be centrifuged to remove 
particulate cell debris. Apo-2 ligand thereafter is purified from contaminant soluble proteins and polypeptides, 
with the following procedures being exemplary of suitable purification procedures: by fractionation on an ion- 
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exchange column; ethanol precipitation; reverse phase HPLC; chromatography on silica or on a cation- 
exchange resin such as DEAE; chromalofocusing; SDS-PAGE; ammonium sulfate precipitation; gel filtration 
using, for example, Sephadex G-75; and protein A Scpharose columns to remove contaminants such as IgG. 

In a preferred embodiment, the Apo-2 ligand can be isolated by affinity chromatography, as 
5 described in Example 3. 

Apo-2 ligand variants in which residues have been deleted, inserted, or substituted are 
recovered in the same fashion as native Apo-2 ligand, taking account of any substantia] changes in properties 
occasioned by the variation. For example, preparation of an Apo-2 ligand fusion with another protein or 
polypeptide, e.g., a bacterial or viral antigen, facilitates puriftcation; an immunoaffinity column containing 
10 antibody to the antigen can be used to adsorb the fusion polypeptide. In a preferred embodiment, an 
extracellular sequence of Apo-2 ligand is fused to a His 10 peptide and purified by Ni 2+ -chelate afTmity 
chromatography. 

A protease inhibitor such as phenyl methyl sulfonyl fluoride (PMSF) also may be useful to 
inhibit proteolytic degradation during purification, and antibiotics may be included to prevent the growth of 

1 5 adventitious contaminants. One skilled in the art will appreciate that purification methods suitable for native 
Apo-2 ligand may require modification to account for changes in the character of Apo-2 ligand or its variants 
upon expression in recombinant cell culture. 

7. Covalent Modifications of Ado-2 Ligand Polypeptides 

Covalent modifications of Apo-2 ligand are included within the scope of this invention. Both 

20 native Apo-2 ligand and amino acid sequence variants of the Apo-2 ligand may be covalently modified. One 
type of covalent modification of the Apo-2 ligand is introduced into the molecule by reacting targeted amino 
acid residues of the Apo-2 ligand with an organic derivatizing agent that is capable of reacting with selected 
side chains or the N- or C-terminal residues of the Apo-2 ligand. 

Derivatizalion with bifunctional agents is useful for crosslinking Apo-2 ligand to a water- 

25 insoluble support matrix or surface for use in the method for purifying anti-Apo-2 ligand antibodies, and vice- 
versa. Commonly used crosslinking agents include, eg., l,l-bis(diazoacetyl}-2-phenylethane, glutaraldehyde. 
N-hydroxysuccinimide esters, for example, esters with 4-azidosalicytic acid, hornobifunclional imidoesters. 
including disuccinimidyl esters such as 3,3*-diwiobis(succintmidylpropionate). and bifunctional maleimides 
such as bis-N-maleimido- 1 ,8-octane. Derivatizing agents such as methyl-3-[(p-az*"lophenyl)dithio]propioimi- 

30 date yield photoactivatable intermediates that are capable of forming crosslinks in the presence of light. 
Alternatively, reactive water- insoluble matrices such as cyanogen bromide-activated carbohydrates and the 
reactive substrates described in U.S. Patent Nos. 3.969.287; 3,691,016; 4. 195,128; 4,247.642; 4,229.537; and 
4,330,440 are employed for protein immobilization. 

Other modifications include deamidation of glutaminyl and asparaginyl residues to the 

35 corresponding glutamyl and aspartyl residues, respectively, hydroxylation of proline and lysine, 
phosphorylation of hydroxyl groupsof seryl or threonyl residues, methylation of the a-amino groups of lysine, 
argininc, and histidine side chains (T.E. Creighton, Proteins: Structure and Molecular Properties, W.H. 
Freeman & Co., San Francisco, pp. 79-86 (1983)], acctylation of the N-tenninal amine, and amidation of any 
C-terminal carboxyl group. The modified forms of the residues fall within the scope of the present invention. 
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Another type of covalem modification of the Apo-2 ligsnd polypeptide included within the 
scope of this invention comprises altering the native glycosylation pattern of the polypeptide. "Altering the 
native glycosylation partem" is intended for purposes herein to mean deleting one or more carbohydrate 
moieues found in native Apo-2 ligand, and/or adding one or more glycosylation sites thai are not present in the 
native Apo-2 ligand. 

Glycosylation of polypeptides is typically either N-linked or O- linked. N-linked refers to 
the attachment of the carbohydrate moiety to the side chain of an asparagine residue. The tripeptide sequences 
asparagine-X-serine and asparagme-X-threonme, where X is any amino acid except proline, are the recognition 
sequences for enzymatic attachment of the carbohydrate moiety to the asparagine side chain. Thus, the 
presence of either of these tripeptide sequences in a polypeptide creates a potential glycosylation she. O-linked 
glycosylation refers to the attachment of one of the sugars N-accylgalactosamine, galactose, or xylose to a 
hydroxyhmino acid, most commonly serine or threonine, although 5-hydroxyproline or 5-hydroxy lysine may 
also be used 

Addition of glycosylation sites to the Apo-2 ligand polypeptide may be accomplished by 
5 altering the amino acid sequence such that it contains one or more of the above-described tripeptide sequences 
(for N-linked glycosylation sites). "Hie alteration may also be made by the addition of, or substitution by, one 
or more serine or threonine residues to the native Apo-2 ligand sequence (for Ol inked glycosylation sites). 
The Apo-2 ligand amino acid sequence may optionally be altered through changes at the DNA level, 
particularly by mutating the DNA encoding the Apo-2 ligand polypeptide at preselected bases such that codons 
10 are generated that will translate into the desired ammo acids. The DNA mutation(s) may be made using 
methods described above and in U.S. Pat No. 5,364.934, supra,. 

Another means of increasing the number of carbohydrate moieties on the Apo-2 ligand 
polypeptide is by chemical or enzymatic coupling of glycosides to the polypeptide. Depending on the coupling 
mode used, the sugars) may be attached to (a) arginine and histidine, (b) free carboxyl groups, (c) free 
25 sulfhydryl groups such as those of cysteine, (d) free hydroxyl groups such as those of serine, threonine, or 
hydroxyproline, (e) aromatic residues such as those of phenylalanine, tyrosine, or tryptophan, or (f) the amide 
group of glutamine. These methods are described in WO 87/05330 published 1 1 September 1987, and in Aplin 
and Wriston, fRrOii Rev Biochem.. pp. 259-306 (1981). 

Removal of carbohydrate moieties present on the Apo-2 ligand polypeptide may be 
30 accomplished chemically or enzymaticalry. For instance, chemical degiycosylation by exposing the 
polypeptide to the compound trifluoromethanesulfonic acid, or an equivalent compound can result in the 
cleavage of most or all sugars except the linking sugar (N-acctylglucosamine or N-acetylgalactosamine), while 
leaving the polypeptide intact Chemical degiycosylation is described by Haktmuddin, et al., Arch . Piochem . 
Biophvs.. 252:52 (1987) and by Edge et al.. Anal. Biochem. . 111:131 (1981). Enzymatic cleavage of 
35 carbohydrate moieties on rx>lypeptides can be achieved by the use of a variety of endo- and exo-glycosidascs 
as described by Thotakura et al., Meth F.n*vmoL 12JP50 (1987). 

Glycosylation at potential glycosylation sites may be prevented by the use of the compound 
tunicamycin as described by Duskin et al., J. BinLChem.. 252:3 105 (1982). Tunicamycin blocks the formation 
of protein-N-glycoside linkages. 
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Another type of covalent modification of Apo-2 ligand comprises linking the Apo-2 ligand 
polypeptide to one of a variety of nonproteinaceous polymers, e.g. t polyethylene glycol, polypropylene glycol, 
or polyoxyalkylenes, in the manner set forth, for instance, in U.S. Patent Nos. 4,640,835; 4,496,689; 4.301,144; 
4,670.4 17; 4,79 1,192 or 4,1 79,337. 

8. Epitnpe-tagged Ado-2 Lieand 

The present invention also provides chimeric polypeptides comprising Apo-2 ligand fused 
to another, heterologous polypeptide. In one embodiment, the chimeric polypeptide comprises a fusion of the 
Apo-2 ligand with a tag polypeptide which provides an epitope to which an anti-tag antibody can selectively 
bind. The epitope tag is generally placed at the ammo- or carboxyl- terminus of the Apo-2 ligand. The 
presence of such epitope-tagged forms of the Apo-2 ligand can be detected using an antibody against the tag 
polypeptide. Also, provision of the epitope tag enables the Apo-2 ligand to be readily purified by affinity 
purification using an anti-tag antibody or another type of affinity matrix that binds to the epitope tag. 

Various tag polypeptides and their respective antibodies are well known in the art. Examples 
include the flu HA tag polypeptide and its antibody 12CA5 IField ct aL, Mol. Cell. BioL £2 1 59-2 165 (1988)); 
the c-myc tag and the 8F9, 3C7, 6E10, G4. B7 and 9E10 antibodies thereto [Evan et aL, Mflle^laxmdCdlPJar 
fiiulflgx, 5:3610-3616 (1985)]; and the Herpes Simplex virus glycoprotein D (gD) tag and its antibody 
rPaborsky et al. f Protein Engineering. 2(6):547-553 (1990)). Other tag polypeptides include the Flag-peptidc 
[Hopp et aL, pioTechnologv. fi: 1204-1210 (1988)1; the KT3 epitope peptide [Martin et al.. ScjejHS, 251:192- 
194 (1992)]; an a-tubulin epitope peptide [Skinner et aL, J. Biol. Chcm.. 26615163-15166 (1991)]; and the 
T7 gene 1 0 protein peptide tag (Lutz-Freyermuth et al., En*. Natl. Afffld. Sfii. USA, 12:6393-6397 ( 1 990)], 
Once the tag polypeptide has been selected, an antibody thereto can be generated using the techniques disclosed 
herein. 

Generally, epitope-tagged Apo-2 ligand may be constructed and produced according to the 
methods described above for native and variant Apo-2 ligand. Apo-2 ligand-tag polypeptide fusions are 
preferably constructed by fusing the cDNA sequence encoding the Apo-2 ligand portion in-frame to the tag 
polypeptide DNA sequence and expressing the resultant DNA fusion construct in appropriate host cells. 
Ordinarily, when preparing the Apo-2 ligand-tag polypeptide chimeras of the present invention, nucleic acid 
encoding the Apo-2 ligand will be fused at its 3* end to nucleic acid encoding the N-terminus of the tag 
polypeptide, however 5' fusions are also possible. Examples of epitope-tagged Apo-2 ligand are described in 
further detail in Example 2 below. 

Epitope-tagged Apo-2 ligand can be purified by affinity chromatography using the anti-tag 
antibody. The matrix to which the affinity antibody is attached may include, for instance, agarose, controlled 
pore glass or poly(st>Tenedivinyl^eti2ene). The epitope-tagged Apo-2 ligand can then be eluted from the 
affinity column using techniques known in the art. 

b. ThcrcpffHlic Uses for Apo-2 Ligflfld 

Apo-2 Ugand, as disclosed in the present specification, can be employed therapeutically to 
induce apoptosis in mammalian cells. Generally, the methods for inducing apoptosis in mammalian cells 
comprise exposing the cells to an effective amount of Apo-2 ligand. This can be accomplished in vivo or ex 
vivo in accordance, for instance, with the methods described below and in the Examples. It is contemplated 
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the skilled practitioner. Preparation and dosing schedules for such chemotherapy are also described in 
Chemotherapy Service Ed., M.C. Perry, Williams & WiOcins, Baltimore. MD (1992). 

The chemotherapy is preferably administered in a phannaceutically-acceptable carrier, such 
as those described above for Apo-2 ligand. The mode of administration of the chemotherapy may be the same 
5 as employed for the Apo-2 ligand or it may be administered to the mammal via a different mode. For example, 
the Apo-2 ligand may be injected while the chemotherapy is administered orally to the mammal. Modes of 
administering chemotherapy in combination with Apo-2 ligand are described in further detail in Examples 9- 1 2 
below. 

Radiation therapy can be administered to the mammal according to protocols commonly 
10 employed in the art and known to the skilled artisan. Such therapy may include cesium, iridium, iodine, or 
cobalt radiation. The radiation therapy may be whole body irradiation, or may be directed locally to a specific 
site or tissue in or on the body. Typically, radiation therapy is administered in pulses over a period of time 
from about 1 to about 2 weeks. The radiation therapy may, however, be administered over longer periods of 
time. Optionally, the radiation therapy may be administered as a single dose or as multiple, sequential doses. 

15 Th c Apo-2 ligand and one or more other therapies may be administered to the mammal 

concurrently or sequentially. Following administration of Apo-2 ligand and one or more other therapies to the 
mammal, the mammal's cancer and physiological condition can be monitored in various ways well known to 
the skilled practitioner. For instance, tumor moss may be observed physically, by biopsy or by standard x-ray 
imaging techniques. 

20 It is contemplated that Apo-2 ligand can be employed to treat cancer cells ex vivo. Such ex 

vivo treatment may be useful in bone marrow transplantation and particularly, autologous bone marrow 
transplantation. For instance, treatment of cells or tissues) containing cancer cells with Apo-2 ligand, and 
optionally, with one or more other therapies, such as described above, can be employed to induce apoptosis 
and substantially deplete the cancer cells prior to transplantation in a recipient mammal. 

25 Cells or lissue(s) containing cancer cells are first obtained from a donor mammal. The cells 

or tissues) may be obtained surgically and preferably, are obtained aseptically. In the method of treating bone 
marrow for transplantation, bone marrow is obtained from the mammal by needle aspiration. The cells or 
tissues) containing cancer cells are then treated with Apo-2 ligand, and optionally, with one or more other 
therapies, such as described above. Bone marrow is preferably fractionated to obtain a mononuclear cell 

30 fraction (such as by centrifugation over ficoll-hypaque gradient) prior to treatment with Apo-2 ligand. 

The treated cells or tissue(s) can then be infused or transplanted into a recipient mammal. 
The recipient mammal may be the same individual as the donor mammal or may be another, heterologous 
mammal. For an autologous bone marrow transplant, thc mammal is treated prior to the transplant with an 
effective dose of radiation or chemotherapy as known in the art and described for example in Autologous B0TK 

35 Marrow Transnlantatinn- Proceeding of the Third International Symposium, Dickc et ai., eds.. University of 
Texas M.D. Anderson Hospital and Tumor Institute (1987). 
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C. Nnn-TTieranetltjc ]}f** for Ap °- 2 Ligand 

The Apo-2 ligand of the invention also has utility in non-therapeutic applications. Nucleic 
acid sequences encoding the Apo-2 ligand may be used as a diagnostic for tissue-specific typing. For example, 
procedures like in situ hybridization. Northern and Southern blotting, and PCR analysis may be used to 
5 determine whether DNA and/or RNA encoding Apo-2 ligand is present in the cell type(s) being evaluated. 
Apo-2 ligand nucleic acid will also be useful for the preparation of Apo-2 polypeptide by the recombinant 

techniques described herein. 

The isolated Apo-2 ligand may be used in quantitative diagnostic assays as a control against 
which samples containing unknown quantities of Apo-2 ligand may be prepared. Apo-2 ligand preparations 
10 are also useful in generating antibodies, as standards in assays for Apo-2 ligand (eg. , by labeling Apo-2 ligand 
for use as a standard in a radioimmunoassay, radioreceptor assay, or enzyme-linked immunoassay), in affinity 
purification techniques for example, in identifying or in isolating a receptor that binds Apo-2 ligand. and in 
competitive-type receptor binding assays when labeled with, for instance, radioiodine. enzymes, or 
fluorophores. 

, 5 Nucleic acids which encode Apo-2 ligand can also be used to generate either transgenic 

animals or "knock out" animals which, in turn, are useful in the development and screening of therapeutically 
useful reagents. A transgenic animal (e.g.. a mouse or rat) is an animal having cells that contain a trtnsgenc. 
which transgene was introduced into the animal or an ancestor of the animal at a prenatal, e.g., an embryonic 
stage. A transgene is a DNA which is integrated into the genome of a cell from which a transgenic animal 

20 develops. In one embodiment. cDNA encoding Apo-2 ligand or an appropriate sequence thereof can be used 
to clone genomic DNA encoding Apo-2 ligand in accordance with established techniques and the genomic 
sequences used to generate transgenic animals that contain cells which express DNA encoding Apo-2 ligand. 
Methods for generating transgenic animals, particularly animals such as mice or rats, have become conventional 
in the art and are described, for example, in U.S. Patent Nos. 4.736.866 and 4.870.009. Typically, particular 

25 cells would be targeted for Apo-2 ligand transgene incorporation with tissue-specific enhancers. Transgenic 
animals that include a copy of a transgene encoding Apo-2 ligand introduced into the germ line of the animal 
at an embryonic stage can be used to examine the effect of increased expression of DNA encoding Apo-2 
ligand. 

Alternatively, non-human homologues of Apo-2 ligand can be used to construct a Apo-2 
30 ligand "knock out" animal which has a defective or altered gene encoding Apc-2 ligand as a result of 
homologous recombination between the endogenous gene encoding Apo-2 ligand and altered genomic DNA 
encoding Apo-2 ligand introduced into an embryonic cell of the animal. For example, cDNA encoding Apo-2 
ligand can be used to clone genomic DNA encoding Apo-2 ligand in accordance with established techniques. 
A portion of the genomic DNA encoding Apo-2 ligand can be deleted or replaced with another gene, such as 
35 a gene encoding a selectable marker which can be used to monitor integration. Typically, several kilobases 
of unaltered flanking DNA (both at the 5' and 3* ends) are included in the vector [see e.g.. Thomas and 
Capecchi, £eJL 51:503 (1987) for a description of homologous recombination vectors]. The vector is 
introduced into an embryonic stem cell line (eg., by electroporatkm) and cells in which the introduced DNA 
has horaologously recombincd with the endogenous DNA are selected [see e.g., Li et at. Cell. $2:9 1 5 ( 1992)]. 
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The selected cells are then injected into a blastocyst of an animal (e.g.. a mouse or rat) to form aggregation 
chimeras [see e.g., Bradley, in Teratocarcinomas and Embryonic Stem Ceils: A Practical Approach, E. J. 
Robertson, ed. (IRL, Oxford, 1987). pp. 1 13-152]. A chimeric embryo can then be implanted into a suitable 
pseudopregnant female foster animal and the embryo brought to term to create a "knock out" animal. Progeny 

5 harboring the hemologously recombined DNA in their germ cells can be identified by standard techniques and 
used to breed animals in which all cells of the animal contain the homologously recombined DNA. Knockout 
animals can be characterized for instance, for their ability to defend against certain pathological conditions and 
for their development of pathological conditions due to absence of the Apo-2 ligand polypeptide. 
D. Anti-Ano-2 Li p»nd Antibody Preparation 

|0 The present invention further provides anti-Apo-2 antibodies. Antibodies against Apo-2 

ligand may be prepared as follows. Exemplary antibodies include polyclonal, monoclonal, humanized, 
bispecific. and hetcroconjugate antibodies. 

1. pnlvrlnnal Antibodies 

The Apo-2 ligand antibodies may comprise polyclonal antibodies. Methods of preparing 
1 5 polyclonal antibodies are known to the skilled artisan. Polyclonal antibodies can be raised in a mammal, for 
example, by one or more injections of an immunizing agent and, if desired, an adjuvant. Typically, the 
immunizing agent and/or adjuvant will be injected in the mammal by multiple subcutaneous or intraperitoneal 
injections. The immunizing agent may include the Apo-2 ligand polypeptide or a fusion protein thereof. It may 
be useful to conjugate the immunizing agent to a protein known to be immunogenic in the mammal being 
20 immunized. Examples of such immunogenic proteins which may be employed include but are not limited to 
keyhole limpet hemocyanin. serum albumin, bovine thyroglobulin. and soybean trypsin inhibitor. An 
aggregating agent such as alum may also be employed to enhance the mammal's immune response. Examples 
of adjuvants which may be employed include Freuncrs complete adjuvant and MPL-TDM adjuvant 
(monophosphoryl Lipid A. synthetic trehalose dicorynomycolate). The immunization protocol may be selected 
25 by one skilled in the art without undue experimentation. The mammal can then be bled, and the scrum assayed 
for antibody titer. If desired, the mammal can be boosted until the antibody titer increases or plateaus. 

2. MA"™-'™* 1 Antibodies 

The Apo-2 ligand antibodies may, alternatively, be monoclonal antibodies. Monoclonal 
antibodies may be prepared using hybridoma methods, such as those described by Kohler and Milstein. Nanus. 

30 216:495 (1975). In a hybridoma method, a mouse, hamster, or other appropriate host animal, is typically 
immunized (such as described above) with an immunizing agent to elicit lymphocytes that produce or are 
capable of producing antibodies that will specifically bind to the immunizing agent. Alternatively, the 
lymphocytes may be immunized in vitro. 

The immunizing agent will typically include the Apo-2 ligand polypeptide ora fusion protein 

35 thereof. Cells expressing Apo-2 ligand at their surface may also be employed. Generally, either peripheral 
blood lymphocytes ("PBLs") are used if cells of human origin are desired, or spleen cells or lymph node cells 
are used if non-human mammalian sources are desired. The lymphocytes are then fused with an immortalized 
cell line using a suitable fusing agent, such as polyethylene glycol, to form a hybridoma cell [Coding. 
Mnn^nn,! Antibodies and Practice. Academic Press. (1986) pp. 59-103]. Immortalized cell lines 
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are usually transformed mammalian cells, particularly myeloma edls of rodent, bovine and human ori 6 in. 
Usually rat or mouse myeloma cell lines are employed. The hybridoma cells may be cultured in a su.table 
culture medium mat preferably contains one or mere substances that inhibit the growth or survival of the 
unfused, immortalized cells. For example, if the parental cells tack the enzyme hypoxanthine guamne 
5 phosphoribosyl transferase (HGPRT or HPRT), the culture medium for the hybridomas typically will include 
hypoxanthine, arninoptcrin, and thymidine ("HAT medum,"). which substances prevent the growth of HGPRT- 
deficient cells. 

Preferred immortalized cell lines are those that fuse efficiently, support stable high level 
expression of antibody by the selected tmuT>ocV-producing cells, and are sensitive to a medium such as HAT 

,0 medium. More preferred immortalized cell lines are murine myeloma lines, which can be obtained, for 
instance, from the SaDc Institute Cell Distribution Center. San Diego, California and the American Type Culture 
Collection, Rockville. Maryland. Human myeloma and mouse-human heteromyetema cell lines also have been 
described for the production of human monoclonal antibodies [Kozbcr. LJLnmanflL. 122:300 1 (1984); Brodeur 
, , „, rinmrrhnTl1 ftnffln^ Pr^irm Technic mid APfltisrtioiK, Marcel Dekker. Inc.. New York, (1987) 

15 pp. 51-63J. 

The culture medium in which the hybridoma cells are cultured can then be assayed for the 
presence of monoclonal antibodies directed against Apo-2 ligand. Preferably, the binding specificity of 
monoclonal anybodies prcJu^ 

binding assay, such as radioimmunoassay (R1A), fluorescein activated cell sorting (FACS) or enzymc-lmked 
20 immunoabsorbent assay (ELISA). Such techniques and assays are known in Ac art, and are described further 
in the Examples below. The binding affinity of the monoclonal antibody can. for example, be determmed by 
the Scatchard analysis of Munson and Rodbard. Anal Bi«Hcm., WZ:220 (1980). 

After the desired hybridoma cells are identified, the clones may be subcloned by limiting 
dilution procedures and grown by standard methods [Coding, supra.]. Suitable culture media for this purpose 
25 include, for example. Dulbccco's Modified Eagle's Medium and RPM1-.640 medium. Alternatively, the 
hybridoma cells may be grown in vivo as ascites in a mammal. 

The monoclonal antibodies secreted by the subclones may be isolated or purified from the 
culture medium or ascites fluid by conventional immunoglobulin purification procedures such as. for example, 
protein A-Sepharose. hydroxylase chromatography, gel electrophoresis, dialysis, o, affinity 
30 chromatography. 

In one embodiment of the invention, the monoclonal antibodies may include the 1 Dl . 2G6. 
2E1 1 or 5C2 antibodies described herein and in the Examples below. The monoclonal antibodies may also 
include antibodies having the same biological characteristics as the ID.. 2G6. 2EI 1, or 5C2 monoclonal 
antibodies secreted by the hybridoma cel. lines deposited under American Type Culture Collection Access.on 

35 Nos ATCC . , , or . respectively. The term "biological characteristics' is used 

,o refer to tnel^roand/or«v^ 

or inhibit Apo-2 ligand-induced apoptosis or substantially reduce or block binding of Apo-2 ligand to .ts 
receptor. The antibody preferably binds to the same epitope as. or to substantially the same epitope as. the 
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1 Dl . 2G6. 2E II. or 5C2 antibodies disclosed herein. This can be determined by conducting assays described 

herein and in the Examples. 

The monoclonal antibodies may also be made by recombinant DNA methods, such as those 
described in U.S. Patent No. 4,816.567. DNA encoding the monoclonal antibodies of the invention can be 
5 readily isolated and sequenced using conventional procedures (e.g.. by using oligonucleotide probes that are 
capable of binding specifically to genes encoding the heavy and light chains of murine antibodies). The 
hybridoma cells of the invention serve as a preferred source of such DNA. Once isolated, the DNA may be 
placed into expression vectors, which are then transacted into host cells such as simian COS cells, Chinese 
hamster ovary (CHO) cells, or myeloma alls that do not otherwise produce immunoglobulin protein, to obtain 
10 the synthesis of monoclonal antibodies in the recombinant host cells. The DNA also may be modified, for 
example, by substituting the coding sequence for human heavy and light chain constant domains in place of 
the homologous murine sequences [VS. Patent No. 4,816.567; Morrison et al„ jusa] or by covalently joining 
to the immunoglobulin coding sequence all or part of the coding sequence for a non-immunogtooulin 
polypeptide. Such a non-immunogtebulin polypeptide can be substituted for the constant domains of an 
1 5 antibody of the invention, or can be substituted for the variable domains of one antigen-combining site of an 
antibody of the invention to create a chimeric bivalent antibody. 

The antibodies may be monovalent antibodies. Methods for preparing monovalent antibodies 
are well known in the art. For example, one method involves recombinant expression of immunoglobulin light 
chain and modified heavy chain. The heavy chain is truncated generally at any point in the Fc region so as to 
20 prevent heavy chain crosslinking. Alternatively, the relevant cysteine residues are substituted with another 
amino acid residue or are deleted so as to prevent crosslinking. 

In vitro methods are also suitable for preparing monovalent antibodies. Digestion of 
antibodies to produce fragments thereof, particularly. Fab fragments, can be accomplished using routine 
techniques known in the art. For instance, digestion can be performed using papain. Examples of papain 
25 digestion are described in WO 94/29348 published 12/22/94 and US. Patent No. 4.342.566. Papain digestion 
of antibodies typically produces two identical antigen binding fragments, called Fab fragments, each with a 
single antigen binding site, and a residual Fc fragment. Pepsin treatment yields an FCab^ fragment that has 
two antigen combining sites and is still capable of cross-linking antigen. 

The Fab fragments produced in the antibody digestion also contain the constant domains of 
30 the light chain and the fust constant domain (CH,) of the heavy chain. Fab" fragments differ from Fab 
fragments by the addition ofafew residues at the carboxy terminus ofthe heavy chain CH, domain including 
one or more cysteines from the antibody hinge region. Fab -SH is the designation herein for Fab" in which the 
cysteine residue(s) ofthe constant domains bear a free thiol group. Fftb^ antibody fragments originally were 
produced as pairs of Fab' fragments which have hinge cysteines between them. Other chemical couplings of 
35 antibody fragments are also known. 

3. HllPlfftfo 1 * 1 Antibodies 

Iht Apo-2 ligand antibodies ofthe invention may further comprise humanized antibodies 
or human antibodies. Humanized forms of non-human (e.g. murine) antibodies are chimeric immunoglobulins, 
immunoglobulin chains or fragments thereof (such as Fv. Fab, Fab\ Rab'h or other antigen-binding 
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3»(lW»;.n4Pre»a,fllir On fiffllfl, Bid.. Z:™-"' ''*">' 

Method* for h.~»l=»S «.«-"— °'" t "">'- ' 

— Accordingly, - — - - 

rj.c.^h.I^-^-'^^--^"™™^— — "» 

25 residues from analogous sites in rodent antibodies- 

• «t ^«i«c Knth lioht and heavy, to be used in making the 
The choice of human variable domains, both ngni ana nc* >, 

be used for ^ difTercnt humanized antibocfies [Carter ct a,., EnK W ^ ■ toUSA. ^iSdWD. 

p resl aetal.,LJinmuIiaL.lii^23( 1993 )J- ...... r .k 

35 hisfurther important** antibodies be humanized wi* rctenlion of h.gh amm.y forthc 

antigen and othex M bio.ogica. properties. To achieve this goa.. according to a preferred method 

humanized antibodies are prepared by * process of aruUysis of the parental sequences and vanous concept 

humanized products using three dimension, modeis of the parental and humanized sequence, Three 

dimension* i m m U no e ,ob Ull n modeis are common* avaUab.e and are fcmi.iar to those sWUed m me art. 
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Computer programs are available which illustrate and display probable three-dimensional conformational 
snuctures of selected candidate immunoglobulin sequences. Inspection of these displays permits analysis of 
the likely role of the residues in the functioning of the candidate immunoglobulin sequence, i.e.. the analysis 
of residues that influence the ability of the candidate immunoglobulin to bind its antigen. In this way. FR 
5 residues can be selected and combined from the consensus and import sequence so that the desired antibody 
characteristic, such as increased affinity for the target antigenfs), is achieved. In general, the CDR residues are 
directly and most substantially involved in influencing antigen binding [see. WO 94/04679 published 3 March 
1994]. 

Transgenic animals (e.g-. mice) that are capable, upon immunization, of producing a full 
10 repertoire of human antibodies in the absence of endogenous immunoglobulin production can be employed. 
For example, it has been described that the homozygous deletion of the antibody heavy chain joining region 
<J H ) gene in chimeric and germ-line mutant mice results in complete inhibition of endogenous antibody 
production. Transfer of the human germ-line immunoglobulin gene array in such germ-line mutant mice will 
result in the production of human antibodies upon antigen challenge [see, e.g.. Jakobovits et al.. Proc.Nfltl 
15 A< -«i Sri. USA. 90:255 1-255 (1993); Jakobovits et al.. Mfflurs, 262355-258 (1993); Bruggermann etal^lai 
jnjnunum. 2:33 (1993)). Human antibodies can also be produced in phage display libraries [Hoogenboom 
and Winter. J^fljjaiflL 222:381 (1991); Marks etal..LMflL£ioi. 222:581 (1991)]. The techniques of 
Cote et al. and Boemer et al. are also available for the preparation of human monoclonal antibodies (Cote ei 
M ^,nn a l An,,w ; ~ ™H Cncr Theraov. Alan R. Liss, p. 77 (1985) and Boemer et al.. UwmeL. 

20 H7HV.86-9S (1991)]. 

4. pj^lfic Antibodies 

Bispecific antibodies are monoclonal, preferably human or humanized, antibodies that have 
binding specificities for at least two different antigens. In the present case, one of the binding specificities is 
for the Apo-2 ligand. the other one is for any other antigen, and preferably for a cell-surface protein or receptor 

25 or receptor subunit. 

Methods for making bispecific antibodies are known in the art. Traditionally, the recombinant 
production of bispecific antibodies is based on the co-expression of two immunoglobulin hcavy-chain/light- 
chain pairs, where the two heavy chains have different specificities [Millstein and Cuello. Manns, 3Qi:537-539 
(1983)]. Because of the random assortment of immunoglobulin heavy and light chains, these hybridomas 
30 (quadromas) produce a potential mixture often different antibody molecules, of which only one has the correct 
bispecific structure. The purification of the correct molecule is usually accomplished by affinity 
chromatography steps. Similar procedures are disclosed in WO 93/08829. published 1 3 May 1993. and in 
Traunecker et al., F.MBOJ. . lfi:3655-3659 (1991). 

According to a different and more preferred approach, antibody variable domains with the 
35 desired binding specificities (antibody-antigen combining sites) are fused to immunoglobulin constant domain 
sequences. The fusion preferably is with an immunoglobulin heavy<hain constant domain, comprising al least 
part of the hinge, CH2, and CH3 regions. It is preferred to have the first heavy-chain constant region (CH I ) 
contaimng the site necessary for light-chain binding present in at least one of the fusions. DNAs encoding the 
immunoglobulin heavy-chain fusions and, if desired, the immunoglobulin light chain, are inserted into separate 



-28- 



10 



ft, codi* w— to, .«„ - * ^jfcM,..*. «««*.««.**. 

fnil „j *hat this asvtnmctnc structure taciuuucs mc ^p««~ 

found that thvs asymm h - n!ltiom . ^ ^ Dresen ce of an immunoglobulin light chain in only one 
unwanted immunoglobulin cham combuumom, as the presence . Is disclosed in WO 

Suresh et al.. MfrtlWh h PBIWHOlgCT. l^ 210 < l986) - 
5 Hf1firTfT" ni " gate Antibodia 

mav be prepared ,„ vUr o using known methods in synthetic protein chemtstry. -ludmg those mvo.vmg 

4-mercaptobutyrimidate and those disclosed, for example, in U.S. Pa, No. 4,676,980. 

^^^^ in diagnostic assays for Apo-2 .igand. e*. detecng 

25 its expression in specific ccUs, tissues, or serum Various diagnostic assay techniques known in the art may 
ri^Llpe*iveb^^ 

luc ted in either heterogeneous or homogeneous phases (Zol. 

t-* • « CRCPress be (I987)pp. 147-158). The antibodies used in the diagnoshc assays can be labeled 

jeztz rL jl—- 

,i , , i MA. wawowifc-dMw'- l H ii lrtrm rmi 1 Cvwti«m ..i*«<"<" ia >- 

The **m* ^ »- * < - ■ — - *" " " PmM - 
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.herder the support is washed with a suitable soWent that will remove substantially a., the catena. ,n th 

« usefu. for the affinity purification of a so.ubi.ixed Apc-2 receptor or for expression c,on,n g of an Apo-2 

5 reCePl ° r The antibodies Closed herein may also be emp.oye^ as therapeuues. For instance, a„u- 

Apo-2 Ugand antibodies which block Apo-2 ligand activity Oft. Apo-2 Ugand-induced apoptosis) may be 
JTployed to «, pa^ogica. conditions or diseases associated with increased apoptosis |see, Thompson, 

l0 F Kin rflimfn i u p ^ or Apo-2 Lipmrf Amanda 

'° ^^fiTer embodiment of the invention, there are provided axtic.es of manufacture and tats 

^peutic applied described above. T,e artic.e of manufacre compnses a confer wrtn . *L 

l5 vaHetyofmateria.ssuCasgiassorp.astic. Tbe coiner holds a composition wh.ch mcludesan act. 
Ithatisc^^^ ^ 

Z- -P-l - - - 8 — *~ py - nm -** npculic app,iC8,ion ' may 

directions for either in vivo or m vUro use. such as those described above. 
20 T^UoftheinvcnUonwi..^^ 
.o^contam-c^ 

diluents, filters, needles, syringes, and package inserts with instructions for use. 

COO ppOO*OOQOOOO«> OCOOd* 

The following examples are offered for illustrative purposes only, and are no, intended to 

i s limii the scope of the present invention in any way. 
25 1 ^ A „L„cesc^ 

entirety. 

EXAMPLES 

r , trt in lhe -xamDles were purchased from New England 

All restriction enzymes referred to in the examples were P 

30 B.labsa.used^gtomanufac^s^ns. A.-— ^ M ^TZl 

^examples wer.used^^ 

of those ce.U identified in the following examples, and throughout the spec.ficat.on, by ATCC access,on 
numbers is the American Type Culture Collection. Rockvil.e. Maryland. 

p.V AMPLE 1 

l rl ^ irn mNA cionn Fnrodinp Hmm Apo-2 L i Rfl nd 

To isolate a full-length cDNA for Apo-2 ligand. a lambda gt, 1 bacteriophage l.br^of 

by Hybridan with synthetic o.igonucl-tidc probes based on an EST seouence (GenBank ,~us 
H„EA47M,whichshowedsomedegreeofhorno,o g y to hum. Fas/Apo, ligand. The EST sequence of 
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, CAACA^ATATnCTCCCCTAOTOAOAOA^A^^^ AOTcm<w0 
OOOACCAOAOOMOAAOCAACACAT^KCAA^ ^AOCAACTTGCACTT 

TCGATTTCAGGAGG 



10 



15 



SEQIDN0.3 was employed in the screening: 

zz:tzz:^^ — — : 

GGTOAACTGGTCATCCATGAAAAAGCGTnTACTACATCTATTCCCAAACATACTTTCOA 

20 SEQ1DNO-.5 

„ ybri dization was conduced as ^ mpliM by poiymerase chain reaction 

(PC^usingapcimerbasedonAeflankmgS ^jT mmmtAWam Action site. PCRoroducts 

independent clones from Afferent PCRs were Uten j ^ ^ ^ 

anatysis of these clones demonstrated that they were essenua.ly .denucn 

5 ' ^ The nucleotide sequence of the coding region of Apo-2 ligand is shown in Figure .A. 

The nucleotide sequ characteristic polyadenylanon sue 

30 Seo^gofthedowns^ 
(--shown). 

35 Ttepredtctedmato* „ point of approx.mate.y 



25 were 
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^OKp^ccof.hydrophob^gioobc.wecn residues .Sand 40. ^absence of a si^^c 
L .hc presence of an interna, hydrophobic region suggests that Apo-2 .igand is a type *ansmemb,ane 
^m.Iputativecy^ 

£ respective*. The putative transmembrane region is undefined in Fig. I A. A potentta. N-Unked 
grvcosylation site is located ,t residue 109 in the putative extracellular domau, 

M alignment (using .he Align™ computer program) of the ammo add sequence of the C- - 
termiM , region of Apo-2 ligand with other known members of the TNF cytokine family showed that, with, 
Zc, JL. ^o, Apo-, l*and exhibits 23,* identity to Ape , Hgand (Figure , B). Tie a^men 

TNF cytokine family, residues within regions which are preoicteo to form P strands, baseo on the cry«a. 

r*e predicted connecting loops. It was found that Apo-2 Hgand exhibits greater homology to otherTNF 

Also, the .oop connecting putative P s.rands. B and B". is markedly longer in Apo-2 hgand. 

FXAMPI.E2 

Fnrirrmnp " f Hu nnn ^i**- 2 1 -' eand 

A p, | 1l.tenpth cP WA F)l«'"" Onstnict 

A full-length Apo-2 .igand cDNA fused to a myc epitope tag was constructed as follows, 
me Apo-2 ligand cDNA insert was excised from the parental pGEM-T Apo-2 ligand piasmid (described ,n 
ExampTe I) by digestion with Cla. and Hindi,., and utsened into , P RK5 mammalian 

same restriction enzymes. A sequence encoding a .3 amino acid myc epitope tag 
5 Ser Met Glu Gin Lys Leu 11c Ser Glu Glu Asp Leu Asn SEQ ID NO:6 

^282)^^ 

etal.rM^i^ „ , ATCCCRL 

Apo-2 ligand-mycplasmid was coWcctcd into human 293 cells (ATCC CRL 

J0 >S,3)wi*apRK5plasmidc^ 

clones expressing Apo-2 ligand-myc were .ekttd by ability to grow ,n 50V. HAMs F.2,50/. DMEM 
(G.BCO) media in the presence of the antibiotic, G4I8 (0.5 mg/mL) (GIBCO). 

af^gwn^yemon^ 
35 fn>mOncogen e Scier*e)fo,^^ 

avaiU.leliac^n.mmunoKesearch). ^^^^^T^ZZ 
A pc2 .ig^d-myc Wected Cone as compared to mode transfected ce.ls (Fig. IQ. showmg A. Apo-2 

believed to be a type 11 transmembrane protein. 
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B . Ei^ml^a^ consmicts were prepared . 

Two soluble Apo-2 Hgand etfracellular domam ( ECD ) 

, , ^MoA^UuLysMctAlaAspProAsnA^PhcArgG.yLysAspU-P^oVo.Leu 
LysTyr Ate Leu Ala Asp Ala :*r um w 

Asp Gin 
SEQIDNO:7 

^ II42gl of ^Ugand within a P RK5 mammalian expression pfasmid. 
were fused upstream to codons U4-281 of Apo- g (Gencntec h. prepared substantially as 

ascribed in Lasky « al. 5^222-209-2.2 ^ ^ was us ,d as 

totneBregionofthegDse^ 

pRX5 gD .Apc-2 ECO ^'-^Sl-S,- 

immim oprecr P i«a» i on. 5 ml of supernal «• , hour at 4" C. The tubes 

Immunoprecipiutionw.Aant.gDanUbodyrevea. P atcdwith 
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as described in Example 3 below. 

py AMPLE 3 

*«. ^^^ZIZZ^^ «*«*~> S» c* Is (see 
Extracts were prep » SR ^ ^ 

»pho^(Qi«™)- F'^ s "»™™ B * ^t^ * dH,!,0 ^ 

30 wdi.l«rf«.i«»J<«'<»«"' fo '*"" rito "" ,n '"' Ap *' 

SDS-PAOE «*» »f «- P""** ' ' m0Mm „(F* 

<^*«i*-^--'»-"^ 



-34 



10 



PCT/USy7/wu i * 

dimers and monomers in the presence of SDS. 

FX AMPLE 4 

l«),fcnvri<tomE|>srai-B»r<™i« r« ,„ ,^„i, m _, w «i«»bittdf0(24ho«is*l* 



15 

2A). 



, . a, on cells as well as on Raji cells (hiiman-Burkitfs 

The effects of the Apo-2 l.gand on the 9D cells, as wen j 

„,. , ATCCCC L86)andJurki«ceus(hu.n m ^^ 
lym pho m aBcein l n e ,ATCCCCL86)an( 1 iunca fished criteria for apoptotic 

, , CA ^« Tt^FACS analysis was conaucieo, us«»6 c * u """ 
were further analyzed by FACS. The FACi anaiys ( . idium io dide 

20 ce,™^^^ 

(-PDdye.whichstains.poptoticbutnothvece.b.andO) but no t on live ce..s 
which binds to the exposed phosphatidyls^ found on the surface of apopto, ic cells, but 

• i * „,,„:„, ai is-38 (1994V, Fadok et ai., Immunol,. m-2207-«'« 

[Darzynkiewicz et al.. tfrtiwh B|gl " 41 ,5 38 { '' 

• . of PI fFie 2B) indicating that Apo-2 ligand induced apoptosis in the cells, 
the control and to the anti-Apo-l antibody, is also shown in Table 1 below. 
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Jt , , , ... 32 p -WATP usina terminal transferase. The labeled una samp 
»-"—«* ^^L^byau^^ 
to CecoophoresU on 2% agan.se gels and U^c station in both the iurtcat «Us and- 

.-7.. Ilfl995)l The Ar^2ligand induced mtemticte^^ 

m * „ H^^ined bv microscopic examination using a hemocytometer. 

inExamp.0). ™ en ^" d ^.p.p.rt^-.--*-^-^^^-^ 
above. —F*3B. H^^e, activation ofapoptosisoccu^ 

i„ me con.ro! from % apoptosis in Ap<,2 hgand treated cells. Wta ' toabout3 ^, 

a: approximately 0, ^(approximate* . nM ), and maxuna. uulucaon occurred a, 

20 (approximately 10 to 30 nM). 

EXAMPLE 5 
Tlimftf Lines 

TheefWApc^igandon human "-^^^-"^^"^."^ 

TheeneaoiMiw- 4, ... ATr r rCL 22V ME- 180 (derived from 

2S f.l.o*!-'^^^^"""^™^— .ATCCHTB TO 

AiY-r WTO 13Y MCF7 (derived from human breasi caicinum , 
human cervical carcinoma, ATCC HTB 33), M „ 549 (deriyed from human lung 

antibody.CH.K^m,). FoUowing me incubation. apoptosts was measuted by FACS analysts, 
in Example 4. The results are shown below in Table 1. 
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TABLE 1 
% apoptotic cells 

Control I A P°" 2L 




20 



25 



30 



^H«Ue«.b^MCF7c.lU»~^l»^»«»^« i °" of " W, ° Si,byAP,> " 2 

* oTcHI , <" — ~ * "' U 

ligand as compared to the CH 1 1 ami a P o- - „ were quite sensi tive 

*»,».>. A. P°P»">"» °< ™ l TT. bvft(OKTlm> « to ™,(ATa:.CRl. 11 00.) 
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VVO 97/254 
andofmonocytesreac,^ 

22) Additional monocyte removal was accomplished by adherence to plastic. 

The freshly isolate, peripheral blood B orTce.lsO x cel^e.,) - culled for 3 

daysinthepresetKeofan^^ 

Ovation ZlU were treat* —ecus* wi* Kpopo.ysacchande ("LPS", | j^ml), and T cells wer? 
in^C^ac^erPMA". lOn^ionornycM. ^1) (S^a). For ^ eu,., . 

^ 4 . H lve,Bc^^ 

^ gate, by ant^CDS antibodies !—««-*>. Tne results are shown tnTaWe 2 

8 experiments, T lympnocyt» p b =p<0.02 relative to the 

Sunstical analysis was perfemed using the student t-test. In Table 2. a=p<0.0 5 ana p 

respective control. 



TABLE 2 



Treatment 



ft lymphocytes 



none 
LPS 



none 



PMA/ionomycin 
IL-2 prctreatment 



% apoptotic cells 



Control 



40.1 ±4.1 
44.8 ± 2.8 



Apo-2L 

53.2 ± 3.3 a 
55.9±5.2 a 



6.3 ±0.6 
40.3 ± 4.4 
13.7 ± 1.2 



8.2 ±0.8 
54.2±3.3 a 
34.5 ± 4.8 b 



20 



25 



Apc-2 ligand induced sienificani apopiosis in unstimulated B cells. In B cells *^* VB '^ 

(1991)]. The present study showed that pretrcatment with IL-2 d,d sensrUz* » penp 
ligand-induced death. 

EXAMPLE 7 

ltlh M i f n A^vUsineFa ^ n 1 ffllt l TNF RWCfftM * 
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of Fas/Apo-l andofTNF-Rl andTNF-R2- 

EXAMELEJ 

, s (Fie . 4). h™» RNA btt w« I*—* ' ' M ,„ ^p,, 

BWS ... <" »>**»f" ' X s ^„ )^ hours ti 42°C. M«- ~. 

phosphorimagerfjuji). , n fe«| human tissues. Apo-2 ligand mRNA expression 

session wasdetecteo . sp^.thy.us. prostate, ova^ ^ 
p te c e nu, lu a 6 .andWidney. Little or no expression J™* . identical to that of Apo- 1 Hgand. 

which is expressed primarily in T cells and testis [Nagau et .... «d- 

PX AMPLE 9. 

of one of several chemotherapeuUc agents, 
further examined in the presence or absence of one of se ^ ^ 

The following human tumor cell l.nes were assayed. A549 (lung 

• . ATCC CCL 247) SW480 (colon adenocarcinoma, ATCC CCL ^»), 
35 ,85); HCT1.6 (colon carcnoma, ^^^^ aM ATCC CCL 22); ME-,80 
MDA23 . (breas. adenocarcmoma. ATCC HTB 26). (neuro blastoma, 

ATTC HTB 33) T24 (bladder carcmoma, ATCC H I a ■*). * 
(cervtcal carcnoma. ATCC HTB *> rf ^ ce „ l|ncs exDress wild-type P 5 

««»^EBJW^^ &W$ ^ (IW » 3te| ^ ^ were plated at 2.5 x .0* 
while the others do no, due to mutations, as shown . Table 3 belo 
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was also added for 24 hours- cyclohexam.de ("CHX ) (50 ug/m , 

(0.1M citric acid in 50-/. methanol), and measuring absorbance a. 540 nm. 
The resu its are shown in the Table below. 

TABLE 3 



10 



IS 




20 



25 



30 



F^AMPLE 10 

Doxorubicin (Phannaciajwas injected a, te^^^^T*"^! 
PB ,OnOa y 2l>e — -^^-1^^-" 
The results are shown «, F.gure > aDmK *Hn on tumor growth. 
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FX AMPLE 1 1 

„ fA^llieandwere also examined in tumor bearing nude mice, as 
The anti-tumor effects of Apo-2 Ugand were nisa . human 

ii / A-rrr rCL 247} (2 x 10 6 ceHs/motise). The tumors were men 
fiXA MPIF - 12 

■^^fecTo Apo-2 ligand were examined in tumor bearing nude miee. as 
The anti-tumor effects ol Apcw "B« u 
c , , . except that on Days I and X 10 ug/0.05m./mouse Apo-2 Ugand and/or .00 
described m Examp.e J* Control animals were similarly injected with PBS. 

u8 *.05ml/mouse 5-FU was ^ «"*^* , 5 OnDay 15. the animals were sacrificed and One 

Tumorsta(mm 2 )was0.enme a$ uredonDa y s5.9,and .5. OnDay 

tumors excised and weighed (grams). These results show that Apo-2 ligand is capable 

The results are shown . F.gures 7 and 8. These r 

ofreachine ,esubcu T:7: = 
J intraperitoneal injectKjn. Abo. these results comum 

„*b by itself and to enhance the inhibitory effects of 5-FU on tumor growth. 

EXAMPLE 13 

u irr »nd CPP32/Yama play a role in apoptosis- 
t« i„««tioate whether proteases such as ICE ana ^rrw v 
* Tl assay w. conducted to determine if CrmA blocks Apo-2 ligand-induced 
l5 action by Apo-2 Ugand, an » was co ^ ^derived inhibitor of the 

aP 0 Pto sislMa re «e B e«a...C J ^^ lna ddUion.to 
deam^easeslCE^dCP^^^^ 

inve^eifthe-dea^ 
^l^dandby^a,^^ 

30 is involved in Apo-2 ligand-mduced apoptos, . as* ^ ^ ^ 

mu ^tformofFADD.(FADD-DN)lHsuetal, 5Ua al..nh l bnsApo-21,gana 

CC-se,ue.cer„ 
35 81.299-308 (1996)). pRK5 was used as a control. The cells were co- ^ 
, cw. 318 1704-1707 (1988)) as a marker for uptake of plasmid DNA. TransfecteO cens 
,L,SHa»32H704-l707Cl» , . ..^ ^foody (Jactson Immunorcscarch) and apop.os.s was 
by staining with phycocrvthrin<oojUgated ant.-CD4 antibody V 
analyzed by FACS essentially as described in Example 4 above. 
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The results are shown in Figure 9. CrraA blocked Apo-2 ligand-induced apoptosis. as well 
as apoptosis induced by anti-Apo-l antibody. In contrast, FADD-DN had little effect on Apo-2 ligand-induced 
apoptosis but blocked substantially the apoptosis induction by anti-Apo-l antibody. Accordingly, the assay 
results suggest that Apo-2 ligand. TNFR I and Fas/Apo-I may engage a common distal signalling pathway to 
activate apoptotic cell death. In particular, the results suggest that proteases such as ICE and CPP32/Yama may 
be required for Apo-2 ligand induced apoptosis. In contrast, FADD is required for cell death induction by 

TNFRI and Fas/Apo-I, but not by Apo-2 ligand. 

PYAMP1 J= 14 

A proration of p nti.Ano-2 Ligand Antibodies. 

Balb/c mice (obtained from Charles River Laboratories) were immunized by injecting I pg 
Apo-2 ligand (prepared as described in Example 3 and diluted in MPL-TDM adjuvant purchased from Ribi 
Immunochemical Research Inc.. Hamilton. MT) ten times into each hind foot pad at 1 week intervals. Three 
days after the final boost injection, popliteal lymph nodes were removed from the mice and a single cell 
suspension was prepared in DMEM media (obtained from Biowhitakker Corp.) supplemented with 1% 
penicillin-streptomycin. The lymph node cells were then fused whh murine myeloma cells P3X63AgU.I 
(ATCCCRL lS97)usi»B3SKpolyediyleae glycol [L M |»ret«l..iklUllllIlHaaL tt^SI (1980)) and cultured 
in 96-well culture plates. Hybridomas resulting from the fusion were selected in HAT medium. Ten days after 
the fusion, hybridoma culture supematants were screened in an ELISA [Kim et al.. ) Immunol , Mffh .. -LSfr9- 
17 (1992)] to test for the presence of monoclonal antibodies binding to the Apo-2 ligand protein. 

In the ELISA. 96-well microliter plates (Nunc) were coated by adding 50 pi of 0.5 pg/ml 
Apo-2 ligand (see Example 3) in PBS to each well and incubating at 4'C overnighL The plates were then 
washed three times with wash buffer (PBS plus 0.05% Tween 20). The wells in the microliter plates were then 
blocked with 200 pi of 2% bovine serum albumin (BSA) and incubated at room temperature for I hour. The 
plates were then washed again three times with wash buffer. 

After the washing step. 50 pi of 2 pg/ml of the Apo-2 ligand antibodies or 100 pi of the 
hybridoma culture supernatant was added to designated wells. 100 pi of P3X63AgU.l myeloma cell 
conditioned medium was added to other designated wells as controls. The plates were incubated a, room 
temperature for 1 hour on a shaker apparatus and then washed three times with wash buffer. 

Next, 50 pi HRP-conjugated goat anti-mouse IgG (purchased from Cappcl Laboratories), 
dihnd 1:1000 in assay bufTer(0J% bovine serum albumin, 0.05%Tween-20.0.01<%n.imersol in PBS), was 
added to each well and the plates incubated for I hour at room temperature on a shaker apparatus. The plates 
were washed three times with wash buffer, followed by addition of 50 pi of substrate (TMB. 3.3\5. 5 -- 
tetramethylbenzidin; obtained from Kirkegaard & Perry. Gaithersburg. MD)to each well and incubation at 
room temperature for 10 minutes. The reaction was stopped by adding 50 pi of stop solution (Kirkegaard & 
35 Perry) to each well, and absorbance at 450 nm was read in an automated microliter plate reader. 

Hybridoma supematants (99 selected) were tested for activity to block Apo-2 ligand-induced 
9Dcell killing. Activity was initially determined by examining% viability of treated 9D cells using trypan blue 
dye exclusion. 
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Blockbg activity was also confined by FACS analyst. T*e 9D ce.ls <5 x l^ceHs/O^m.) 
W ere suspended in comp.Cc RPMI media (RPMI P»us 10%FCS. g.utamine. nonessential I amino acu* 

JLlmg9DccU, ^.^^^i— -^-^-» fc '7«~ 0f,% 

T.c^batcdlwe^cnharvested.dwas^c.cew^PBS. Tne viabiUty of the ceHs was 

defined by stammg of FTTC-annexin V biding to phosphatidyl according* nWact^r 
^^^(Clontec*). The oe.ls we. washed * PBS and reused in 200 „ bl nd,n g buffer. Ten 
10 ^^^(Wn.Oand.O^f^dium^w^added^ece,, 
,5 minutes in me dark, the 9D cells were analyzed by FACS. 

Eight potential Mocking and 4 potential nonlocking antibody secrettng hybndomas were 
identified and were further cloned (twice) by limiting dilution techniques. 
FACSanalysisoffourant^ 
15 5 a isiUusnttedmFigure.O^^ 

-o**^*--— ^^^^ 

or 1 D« antibodies showed 0%, 6%. 26%. and 48% apoptotic cells above the untreated control «spe^e.y. 

.nonlocking antibody. The most potent blocking activity was observed with the 5C2 antibody. 

were coated with 2 „M lymphotoxin (Genentech. Inc.. see also. EP .64.965. Gray e, a... Btfu*. 212™- 
724 (.984)). TNF-alpha (Genentech. ,nc. see also. Pennica et a,.. ^ 212=724-729 (.984); Aggatwal . 
25 a .,U^^2^^^ 

2G6 2E1 1 and SO. were tested at a concentration of 10 pg/ml. 

The results of the assay are shown in Figure 1 1. IV data in Figure 1 , shows tha. 
monoclona. antibodies 2 G6. TEX I and 5C2 are specific for Apo-2 Ugand. while monodona. antibody IOI 
showed weak cross-reactive binding to lymphotoxin and to TNF-alpha. 

30 B. iKKYPing 

Theisorypcsof*elDl. 2 G6. 2 EII.^^ 

PA)ovemightat4-C. The plates were then washed with wash buffer a, described above. TneweUsmthe 
microtia pte were then b.ocked with 200 ^ of 2% bovine serum aibumin and incubated a, room 
35 temperature for 1 hour. The plates were washed again three times with wash buffer. 

Next. 100 * of 5 MEM of the purified Apo-2 Hgand antibodies or .00 pi of the hybndoma 

... ,„ ^tionated we lls The plates were incubated at room temperature for 30 
culture supernatant was added to designated we lis. incpm. 

- .- .„„ i„r. r»« described above) was added to each well. 

minutes and then 50 * HRP-conjugated goat anti-mouse IgG (as descriow ; 
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ne pla tes were incubated for 30 minutes at room temperature. The .eve. of HRP bound to the plate was 
detected using HRP substrate as described above. 

The isotyping analysis showed that the IDI and 2G6 antibodies are lgG2b antibod.es. and 

the 2EI 1 and 5C2 antibodies arc IgG2a antibodies. 

C. Epitope mapqiflft 

Epitope mapping was performed using a competitive binding EL.SA as described in Kim 
«, ... m us,n g bio**** rnonocfcna. arUibod.es T*e seized —on,, antibodies were bio.myU.ed 
using N+ydroxylsiKcinantde as described in AjUflgdjs, A laboratory Manual. Eds. E. Har.ow and D. Lane. 
p 342 Mic^platewelUwercc^wi^ 

overnight at 4' Q and d*n blocked whh 2% BSA for . hour at room temperature. After washing the microliter 
welUa mixtureofaprede*en^ 

of unlabeled antibody was added into each well. Following a . hour incubation at room temperature, the plates 

werew^edandtheam^ofbio^ 

ii. ika K^md «»,» was detected by the addition of the substrate (TMB). and the 
washing the microliter wells, the bound enzyme was acicwou / 

olates were read at 490 run with an ELISA plate reader. 

TheresulUareshowninFigurel2. Theresu.tsshowthatmebindingofmeHRPKonjugated 

antibod.es was effecfvely inhibited by the excess — of its own an.ibody but not by the other antibod.es 
^ The regions of the Apc-2 ligand recognized by me monoc.onal antibodies were determined 

•ArU^SCpept™^^^^ 

as shown in Fig. 1 A] in an ELISA as described in Chuntharapai et a... UWW3L m.783-1789 (.994). 
The results are shown in Figure 13. The ID. antibodies showed binding to the APO 1 7 peptide comprising 

amino acid residues 192-204 of Apo-2 ligand. 



25 



30 



12301 Parklawn Drive. Rockville. MD. USA (ATCC). 

A-r^rn^ No PeposrtPate 
Cell line AT(X ffffl- ™»» 

££UJm£ „ D1 Jan.3,1996 

2935-pRK5-hApo-2L- CRL-12014 

myc clone 2. 1 



1D1.12.4 
2G6.3.4 
2E1 1.5.5 
35 5C2.4.9 
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in si 14 with particular reference to 886 OG 638). . 

15 government in accordance with its patent laws. . ... , . . 

The foregoing written specification is considered to be sufficient to enable one skdicd m the 
.n.opraaice the invention. Tnepresent invention is not to ^^sc^^^^ 

20 does not constitute an admfcsion that the writ^n description Here, conned is tnade^e to en^e^e 

Lop.ofthecLstotHespecir.iUu^oos^i,^. -J* — 

ildiUon to those shown and described herein wil, become apparent to those *i„ed . the art from the 
foregoing description and fall within the scope of the appended chums. 
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(1J GENERAL INFORMATION: 

(i) APPLICANT: Genentech, Inc. 
(ii) TITLE OF INVENTION: Apo-2 Ligand 
(iii) NUMBER OF SEQUENCES: 8 

(iv) CORRESPONDENCE ADDRESS: 

(A) ADDRESSEE: Genentech, Inc. 

(B) STREET : 4 60 Point San Bruno Blvd 

(C) CITY: South San Francisco 

(D) STATE: California 

(E) COUNTRY: USA 

(F) ZIP: 94080 

(v) COMPUTER READABLE FORM: 

(A) MEDIUM TYPE: 3.5 inch, 1.44 Mb floppy disk 

(B) COMPUTER: IBM PC compatible 

(C) OPERATING SYSTEM: PC-DOS/MS-DOS 

(D) SOFTWARE: WinPatin (Genentech) 

(vi) CURRENT APPLICATION DATA: 

(A) APPLICATION NUMBER: 

(B) FILING DATE: 

(C) CLASSIFICATION: 

(vii) PRIOR APPLICATION DATA: 

(A) APPLICATION NUMBER: 08/584031 

(B) FILING DATE: 09-JAN-1996 

(viii) ATTORNEY /AGENT INFORMATION: 

(A) NAME: Marschang, Diane L. 

(B) REGISTRATION NUMBER: 35,600 

(C) REFERENCE/ DOCKET NUMBER: P0978P1PCT 

(ix) TELECOMMUNICATION INFORMATION: 
(A) TELEPHONE: 415/225-5416 
<B) TELEFAX: 415/952-9881 

(C) TELEX: 910/371-7168 

(2) INFORMATION FOR SEQ ID NO:l: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 281 amino acids 
<B) TYPE: Amino Acid 

(D) TOPOLOGY; Linear 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO : 1 : 

Met Ala Met Met Glu Val Gin Gly Gly Pro Ser Leu Gly Gin Thr 
15 10 15 

Cvs Val Leu lie Val lie Phe Thr Val Leu Leu Gin Ser Leu Cys 
20 25 30 

Val Ala Val Thr Tyr Val Tyr Phe Thr Asn Glu Leu Lys Gin Met 
35 40 45 

Gin Asp Lys Tyr Ser Lys Ser Gly lie Ala Cys Phe Leu Lys Glu 
50 55 60 

Asp Asp Ser Tyr Trp Asp Pro Asn Asp Glu Glu Ser Met Asn Ser 
65 ™ 75 
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Pro Cys Trp Gin Val Lys Trp Gin Leu Arg Gin Leu Val Arg Lys 
80 8:3 

Met lie Leu Arg Thr Ser Glu Glu Thr lie Ser Thr Val Gin Glu 
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Lys Gin Gin Asn lie Ser Pro Leu Val Arg Glu Arg Gly Pro Gin 
1X0 115 

Arg Val Ala Ala His He Thr Gly Thr Arg Gly Arg Ser Asn Thr 

125 130 
Leu Ser Ser Pro Asn Ser Lys Asn Glu Lys Ala Leu Gly Arg Lys 

lie Asn Ser Trp Glu Ser Ser Arg Ser Gly His Ser Phe Leu Ser 

1 5 5 

As „ Leu His Leu Arg Asn Gly Glu Leu Val He His Glu Lys Gly 

170 1/3 

,5 Phe Tyr Tyr lie Tyr Ser Gin Thr Tyr Phe Arg Phe Gin Glu Glu 

185 iyu 

lie Lys Glu Asn Thr Lys Asn Asp Lys Gin Met Val Gin Tyr lie 

200 205 

Tyt Lys Tyr Thr Ser Tyr Pro Asp Pro lie Leu Leu Met Lys Ser 

215 220 

Ala Arg Asn Ser Cys Trp Ser Lys Asp Ala Glu Tyr Gly Leu Tyr 

230 2JD 

Ser lie Tyr Gin Gly Gly He Phe Glu Leu Lys Glu Asn Asp Arg 
245 250 

25 lie Phe Val Ser Val Thr Asn Glu His Leu lie Asp Met Asp His 

260 26 = 

Glu Ala Ser Phe Phe Gly Ala Phe Leu Val Gly 

(2) INFORMATION FOR SEQ ID NO: 2: 

30 (i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 1042 base pairs 

(B) TYPE: Nucleic Acid 

(C) STRANDEDNESS : Single 

(D) TOPOLOGY: Linear 

35 (Xi) SEQUENCE DESCRIPTION: SEQ ID NO: 2: 

TTTCCTCACT GACTATAAAA GAATAGAGAA GGAAGGGCTT CAGTGACCGG $0 
CTGCCTGGCT GACTTACAGC AGTCAGACTC TGACAGGATC ATGGCTATGA 100 
TGGAGGTCCA GGGGGGACCC AGCCTGGGAC AGACCTGCGT GCTGATCGTG 150 
ATCTTCACAG TGCTCCTGCA GTCTCTCTGT GTGGCTGTAA CTTACGTGTA 200 
40 CTTTACCAAC GAGCTGAAGC AGATGCAGGA CAAGTACTCC AAAAGTGGCA 250 
TTGCTTGTTT CTTAAAAGAA GATGACAGTT ATTGGGACCC CAATGACGAA 300 
GAGAGTATGA ACAGCCCCTG CTGGCAAGTC AAGTGGCAAC TCCGTCAGCT 350 
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CGTTAGAAAG ATGATTTTGA GAACCTCTGA GGAAACCATT TCTACAGTTC 400 
AAGAAAAGCA ACAAAATATT TCTCCCCTAG TGAGAGAAAG AGGTCCTCAG 450 
AGAGTAGCAG CTCACATAAC TGGGACCAGA GGAAGAAGCA ACACATTGTC 500 
TTCTCCAAAC TCCAAGAATG AAAAGGCTCT GGGCCGCAAA ATAAACTCCT 550 
GGGAATCATC AAGGAGTGGG CATTCATTCC TGAGCAACTT GCACTTGAGG 600 
AATGGTGAAC TGGTCATCCA TGAAAAAGGG TTTTACTACA TCTATTCCCA 650 
AACATACTTT CGATTTCAGG AGGAAATAAA AGAAAACACA AAGAACGACA 700 
AACAAATGGT CCAATATATT TACAAATACA CAAGTTATCC TGACCCTATA 750 
TTGTTGATGA AAAGTGCTAG AAATAGTTGT TGGTCTAAAG ATGCAGAATA 800 
TGGACTCTAT TCCATCTATC AAGGGGGAAT ATTTGAGCTT AAGGAAAATG 850 
ACAGAATTTT TGTTTCTGTA ACAAATGAGC ACTTGATAGA CATGGACCAT 900 
GAAGCCAGTT TTTTCGGGGC CTTTTTAGTT GGCTAACTGA CCTGGAAAGA 950 
AAAAGCAATA ACCTCAAAGT GACTATTCAG TTTTCAGGAT GATACACTAT 1000 
GAAGATGTTT CAAAAAATCT GACCAAAACA AACAAACAGA AA 1042 
15 (2) INFORMATION FOR SEQ ID NO: 3: 

<il SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 390 base pairs 

(B) TYPE: Nucleic Acid 

(C) STRANDEDNESS : Single 

(D) TOPOLOGY: Linear 
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(xi! 



SEQUENCE DESCRIPTION: SEQ ID NO: 3: 
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GGGACCCCAA TGACGAAGAG AGTATGAACA GCCCCTGCTG GCAAGTCAAG 50 
TGGCAACTCC GTCAGCTCGT TAGAAAGATG ATTTTGAGAA CCTCTGAGGA 100 
AACCATTTCT ACAGTTCAAG AAAAGCAACA AAATATTTCT CCCCTAGTGA 150 
GAGAAAGAGG TCCTCAGAGA GTAGCAGCTC ACATAACTGG GACCAGAGGA 200 
AGAAGCAACA CATTGTCTTC TCCAAACTCC AAGAATGAAA AGGCTCTGGG 250 
CCGCAAAATA AACTCCTGGG AATCATCAAG GAGTGGGCAT TCATTCCTGA 300 
GCAACTTGCA CTTGAGGAAT GGTGAACTGG TCATCCATGA AAAAGGGTTT 350 
TACTACATCT ATTCCCAAAC ATACTTTCGA TTTCAGGAGG 390 
(2) INFORMATION FOR SEQ ID NO:4: 



(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 60 base pairs 

(B) TYPE: Nucleic Acid 

(C) STRANDE0NESS: Single 
35 (D) TOPOLOGY : Linear 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO:4: 
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TGACGAAGAG AGTATGAACA GCCCCTGCTG GCAAGTCAAG TGGCAACTCC 50 
GTCAGCTCGT 60 

(2) INFORMATION FOR SEQ ID NO:5: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 60 base pairs 

(B) TYPE: Nucleic Acid 

(C) STRANDEDNESS : Single 

(D) TOPOLOGY: Linear 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO:5: 

GGTGAACTGG TCATCCATGA AAAAGGGTTT TACTACATCT ATTCCCAAAC 50 
ATACTTTCGA 60 

(2) INFORMATION FOR SEQ ID NO: 6: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 13 amino acids 

(B) TYPE: Amino Acid 
(D) TOPOLOGY: Linear 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 6: 



Ser Met Glu Gin Lys Leu lie Ser Glu Glu Asp Leu Asn 
1 5 10 13 

20 (2) INFORMATION FOR SEQ ID NO: 7: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 27 amino acids 

(B) TYPE: Amino Acid 
(D) TOPOLOGY: Linear 

25 (xi) SEQUENCE DESCRIPTION: SEQ ID NO: 7: 

Lys Tyr Ala Leu Ala Asp Ala Ser Leu Lys Met Ala Asp Pro Asn 
1 5 *0 

Arg Phe Arg Gly Lys Asp Leu Pro Val Leu Asp Gin 
20 25 zr 

30 (2) INFORMATION FOR SEQ ID NO:8: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 24 amino acids 

(B) TYPE: Amino Acid 
(D) TOPOLOGY: Linear 

35 (xi) SEQUENCE DESCRIPTION: SEQ ID NO: 8: 

Met Gly His His His His His His His His His His Ser Ser Gly 
1 5 10 

His He Asp Asp Asp Asp Lys His Met 
20 24 
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WHAT IS CLAIMED IS: 

1 . Isolated biologically active Apo-2 ligand comprising amino acid residues 1 14-28 1 of Figure 
1A. 

2. The Apo-2 ligand of claim 1 comprising amino acid residues 41-281 of Figure I A. 
5 3 . The Apo-2 ligand of claim 2 comprising amino acid residues 15-281 of Figure I A . 

4. The Apo-2 ligand of claim 3 comprising amino acid residues 1-281 of Figure 1 A. 

5. Isolated biologically active Apo-2 ligand having amino acid residues 1 -28 1 of Figure 1 A. 

6. Isolated biologically active Apo-2 ligand having at least about 80% sequence identity with 

either of: 

10 (a) the full-length native human Apo-2 ligand comprising amino acid residues I -28 1 ^ 

of Figure 1A; 

(b) the extracellular region of native human Apo-2 ligand comprising amino acid 
residues 41-281 of Figure 1 A; or 

(c) the extracellular region of native human Apo-2 ligand comprising amino acid 
15 residues 114-281 of Figure 1A. 

7. The Apo-2 ligand of claim 6 wherein said ligand has at least about 90% sequence identity 
with either of (a), (b), or (c). 

8. The Apo-2 ligand of claim 7 wherein said ligand has at least about 95% sequence identity 
with either of (a), (b), or (c). 

20 9. A chimeric polypeptide comprising the Apo-2 ligand of claim I fused to a heterologous 

polypeptide sequence. 

10. The chimeric polypeptide of claim 9 wherein satdheterologous polypeptide sequence is a tag 
polypeptide sequence. 

1 1 . Isolated nucleic acid encoding Apo-2 ligand. 

25 12. The nucleic acid of claim 1 1 wherein said nucleic acid encodes Apo-2 ligand comprising 

amino acid residues 1 14-28 1 of Figure I A. 

13. The nucleic acid of claim 1 1 wherein said nucleic acid encodes Apo-2 ligand comprising 
amino acid residues 41-281 of Figure 1 A . 

14. The nucleic acid of claim 1 1 wherein said nuclek acid encodes Apo-2 ligand having amino 
30 acid residues 1-281 of Figure I A. 

1 5. A vector comprising the nucleic acid of claim 1 1 . 

16. A host cell comprising the vector of claim 15. 

17. A method of producing Apo-2 ligand comprising culturing the host cell of claim 16 and 
recovering the Apo-2 ligand from the host cell culture. 

35 1 8. A composition comprising Apo-2 ligand and a pharmaceuticalry-acceptable carrier. 

19. The composition of claim 18 wherein said Apo-2 ligand comprises amino acid residues 1 14- 
281 of Figure 1A. 

20. A composition useful for stimulating mammalian cell apoptosis comprising an effective 
amount of Apo-2 ligand in a pharmaceutical ly-acceptable carrier. 
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21. A method of inducing tpoptosis in mammalian cells comprising exposing mammalian cells 
to an effective amount of Apo-2 Ugand. 

22. A method of treating a mammal having cancer, comprising administering to a mammal 
diagnosed as having cancer an effective amount of Apo-2 ligand. 

23. The method of claim 22 wherein said cancer is breast cancer or colon cancer. 

24. An article of manufacture, comprising: 
a container; 

a label on said container; and 

a composition contained within said container; 
wherein the composition includes an active agent effective for inducing apoptosis, the label on said 
container indicates that the composition can be used to induce apoptosis, and the active agent in said 
compositioncomprises Apo-2 ligand. 

25. The article of manufacture of claim 24 further comprising instructions for administering the 
Apo-2 ligand to a mammal. 

25. An antibody which binds to Apo-2 ligand. 

27. The antibody of claim 26 wherein said antibody is a monoclonal antibody. 

28. The antibody of Claim 27 having the biological characteristics of the IDI monoclonal 
antibody produced by the hybridoma cell line deposited under American Type Culture Collection Accession 
Number ATCC . 

29. The antibody of Claim 27 wherein the antibody binds to the same epitope as the epitope to 
which the 1D1 monoclonal antibody produced by the hybridoma cell line deposited under American Type 
Culture Collection Accession Number ATCC binds. 

30. The antibody of Claim 27 having the biological characteristics of the 2G6 monoclonal 
antibody produced by the hybridoma cell line deposited under American Type Culture Collection Accession 
Number ATCC . 

3 1 . The antibody of Claim 27 wherein the antibody binds to the same epitope as the epitope to 
which the 2G6 monoclonal antibody produced by the hybridoma cell line deposited under American Type 
Culture Collection Accession Number ATCC binds. 

32. The antibody of Claim 27 having the biological characteristics of the 2EI 1 monoclonal 
antibody produced by the hybridoma cell line deposited under American Type Culture Collection Accession 
Number ATCC . 

33. The antibody of Claim 27 wherein the antibody binds to the same epitope as the epitope to 
which the 2E1 1 monoclonal antibody produced by the hybridoma cell line deposited under American Type 
Culture Collection Accession Number ATCC binds. 

34. The antibody of Claim 27 having the biological characteristics of the 5C2 monoclonal 
antibody produced by the hybridoma cell line deposited under American Type Culture Collection Accession 
Number ATCC . 
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35 . The antibody of Claim 27 wherein the antibody binds to the same epitope as the epitope to 
which the SC2 monoclonal antibody produced by the hybridoma cell line deposited under American Type 
Culture Collection Accession Number ATCC binds. 

36. A hybridoma cell line which produces the antibody of Claim 27. 

5 37. The hybridoma of Claim 36 comprising American Type Culture Collection Accession 
Number ATCC . 

38. The hybridoma of Claim 36 comprising American Type Culture Collection Accession 
Number ATCC . 

39. The hybridoma of Claim 36 comprising American Type Culture Collection Accession 
1 0 Number ATCC . 

40. The hybridoma of Claim 36 comprising American Type Culture Collection Accession 
Number ATCC . 

41. A non-human, transgenic animal which contains cells that express nucleic acid encoding Apo- 

2 ligand. 

15 42. The animal of claim 4 1 which is a mouse or rat. 

43. A non-human, knockout animal which contains cells having an altered gene encoding Apo-2 

ligand. 

44. The animal of claim 43 which is a mouse or rat. 

20 
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1A 

1 TTTCCTCACTCACTATAAAACAATACACAAGCAACGCCTTtACTCAC: "CCTCCC7GCCTCACTTACASC A«TC ^CACT**7 ^ r 

■IS KB^BS^SKKSiS^ 

Ill Ar^*l***M«Hi»Xl*TtorClyThrArffOlyArgS€rAtnT^^ 

ill J»**«n»«rTrpClyfi«r$«rArgS«rClyH4«S«cFh«L«uS«rA»nL«uMi»L«uAr9A«nClyCluL«uVftl : I t H i sSTClvIc?/ 
ill rn«TyrTyrIl«Tyr£*rClnThrTyrPh«Arorh«ClRCluClul WLy«CluA»ftThrLv »*»»AipL/*C Ir.KttV* lc??Tyr ? | « 
2 11 T/rLyiTyrThrSerTyrProA»pProIl«L«uL«u*«LyiS.rAW^ 
>4l l*r *l«TyrClnClyGlyXl«PheGluLeuLy»CluAtnA»pArgl)e?heV.li«rv*^ 

111 %<iuAl4£«rPh«Ph«ClyAl«Ph*l.«uV*lGlyStp . «^A-r. . . ^ 

M 1 CATAC ACTATCAACATCTTTCA AAAAATCTCACCAAAACAAACAAAC AGAAA 
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